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(57) Abstract 

Novel antibodies useful because of having the binding specificity for ^-amyloid or derivatives thereof with 
^•amyloid acting as an immunogen, or monoclonal antibodies which recognize the N-terminus, C-termmus and central 
portion, respectively, of ^-amyloid. The combination of these antibodies provides an assay method whereby 
amyloid can be specifically determined with a high sensitivity. This method is useful for diagnosing diseases in 
which /?-amyloid or a derivative thereof participates, such as Alzheimer's disease, and the antibodies are useful for 
developing preventive or therapeutic agents for Alzheimer's disease. 
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mum 

J3-T^n^ KSfctt*O||*fl:0j|£&®|IS, *>$VHi/J-7 5n>f 

^ P'f KlfrW#aSW (Amyloid Precursor Protein : UT, A P P t 
7$ y HEW fcETF fc35*1\ 

(i3-7^n^ k (i-3 8) ) mmm%: 1 

As p-A 1 a-G 1 u-Phe-Ar g-H i s-As p-Se r-G 1 y-Ty r- 
Glu-Va 1-Hi s-His-Gln-Lys-Leu-Va 
Ala-Glu-Asp-Val-GIy-Ser-Asn-Lys-Gly-Ala- 
1 1 e-1 1 e-G 1 y-Leu-Me t-Va I -G 1 y-G I y 
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Cj3-T^P-Y K (1-3 9) ) IH?IJ#^: 2 
As p-Al a-G I u-Phe-Ar g-H i s-Asp-Se r-G 1 y-Tyr- 
Glu-Val-Hi s-Hi sHSl n-Lys-Leu-Va 1-Phe-Phe- 
Al a-G 1 u-As p-Va 1 -G 1 y-S e r-As n-Ly s-G 1 y-Al a- 
] 1 e-1 1 e-G 1 y-Leu-Me t-Va 1 -G 1 y-G 1 y-Va 1 
(j3-7 5o>f K (1-40) ) IE?IJ#^: 3 
As p-A 1 a-G 1 u-Ph e-Ar g-H i s-As p-S e r-G 1 y-Tyr- 
Glu-Val-His-His-Gln-Lys-Leu-Val-Phe-Phe- 
A 1 a-G 1 u-As p-Va 1 -G 1 y-Sei -As n-Ly s-G 1 y-A I a- 
lle-lle-Gly-Leu-Met-Val-Gly-Gly-Val-Val 
(jS-T^o-T K (1-4 1) ) |E^iJ#^: 4 
As p-A 1 a-G 1 u-Ph e-Ar g-H i s -As p-S e r-G 1 y-Ty r - 
Gl u-Va 1— Hi s-Hi s-Gl n-Lys-Leu-Va l-Phe-Phe- 
A 1 a-G 1 u-As p-Va I-Gl y-Sei -As n-Ly s-G 1 y-A I a- 
I 1 e-I le-Gly-Leu-Met-Val-Gly-Gl y-Val-Va 1- 
Ile 

[P-T^uj K (1-4 2) ] E?iJ#t : 5 
Asp-Ala-Glu-Phe-Arg-His-Asp-Ser-Gly-Tyr- 
Glu-Val-Hi s-Hi s-G ! n-Lys-Leu-Va 1-Ph e-Phe- 
A I a-G 1 u-As p-Va 1-G1 y-Ser -Asn-Ly s-G 1 y-A 1 a- 
1 1 e-I 1 e-G 1 y-Le u-Me t -Va 1 -G 1 y-G 1 y-Va 1 -Va 1 - 
lie-Ala 

[p-TKvJ K (1-43) ) IB?lJ#^: 6 
As p-A 1 a-G 1 u-Ph e-Ar g-H i s -As p-S e r-G I y-Ty r - 
Gl u-Val-Hi s-Hi s-GI n-Lys-Leu-Va l-Phe-Phe- 
Al a-G 1 u-As p-Va 1-Gly-Ser -Asn-Ly s-G ly-Ala- 
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lle-Ile-Gly-Leu-Met-Val-Gly-Gly-Val-Val- 
I 1 e-Al a-Thio 

Rr«tt*»«t**ifc. £©i5frtffta»e>» P-r 

KlH*S*fcttKfc^£**£iVC;Be>1\ ffifrl^ P. Seubert h 
®#VjjV> (Nature, 359, 325-327, 1992) 0 C©P. Seubeit btf>$J£fe 

v\ tit. tta^iferiiJ-r^n^ k©n«2 8R**»e>fts»^^ 

f-K C/3-T5: F (1-2 8) £H&1\) £ fcfitfct 6 £ 

ba>Ufc#fc, 0-r$n>f K0CJM5, 0-75*4 K (2 9- 
39) , 0-75*4 K (29-40) , 0-7 5*4 K (29-41) , 
0-7*n4 K (2 9-4 2) fc5 W*0-7 5 *4 K (2 9 -4 3) 

0-7* p4 K*a05£1-S- i#25*C*>3fct*.Sfl s * ±IE<£P. Seub 

£ 0$£#£ft£-f 5 c t ic J; y s nx U , 0 -7 5 n 4 
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n^f K(l-16)£&-gJI£ K(l-40) b&fo1rZ>%iW*ft 

ML'&ZZtn, fuxSLfcP. SeubertkOffc^kt^ftS, U^L 
fttf*b> HBiia^^ffifeiitti^J:9^7K^^T$)S)3-T^o^ K 

ftv\ ^(c-?:(7)ip^m^{-^t5^^#btlfci:LT^, 

ofc^^jfrftSr^T, ^^.^B&^LfcP. SeubertbO^lrLfc 
<t 9 ft t y K-f ??»Xftftfl£&*1ME L#3 r fc »ftt 5 - i tt- 

ft * t T $ * ?4 *VtW»im £ JlT * fc ti f\ (3 -T n 

fcai*5£fcl;:J: »J, 0-7 5 n^K (1-2 8) SJlEjfctS 
£ ft tic 0 -T. 5 KSrift^fttC^o^ftfctfta L#5&jg$J£& 
&§§«LfctV*5$ft£ttftV\, *fc, p-7$u4 K (2 5 -3 5) tt, 

##£&}lTV^(B. A. Yankner et. al. Science, 250, 279-282, 19 
90) o L^tft^bs (2 5 - 3 5) KMtZ&ifcZftm 

n-T K (1-28) b&2kRK+ZZbttLKfi-T$u4 K*MA 
(^o^JUftlei&tH Lfc £ V^ 5 «£fi£< ftv\ 

fcfi0-7$ci>f K (1-4 2) ^±|:tt*L, -^JiiLf (C{ij3-T5; 
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XJtyj&yfX (Arch. Biochem. Biophys.) , 301, 41-53, 1993) 
■ 0-7 5 ttyf K (1-42) % j3-7 5n>f K (2 6 -4 2) , 

/l-7$n^K (26-43) , 0 -7 5 p K (34-42) fciT^C 
■*^fc^tf^f"K#«fcftoT, **tt©0-7 5n-f K (1-4 

o) ftifoatSrft<cfc«ifas**snTv^5 w^s* m>- 

(Biochemistry) , 32, 4693-4697, 1993) 0 :©i?Wi^> J8- 
7 5c>f K (1-40) i^-7 5o>f K (1-42) <boett#^0 
M#7A':>W-r-#H!:** <H4bTV^3 b^7LbhZ> 0 
X, 7/uy^>fv-#WlHtf*fT5K:H\ j5-75 K ( 1 -4 0) 
bfi-TluJ K (1-4 2) fcM*A<^»3e*t*Cfc#Mft 

#©SI£fcfcaHft1-3 £ £ & I ft 
HW©^ 

*4fc*>, #3§fm> /l-75n^ K*fctttO»ifrOCJ8«l©« 
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4 K (1-16) tftftJRfctT, */*n-*A4fc#*MtfERU 
I;h,fcifc*£k*5££fc:,fc !K 0-7$p>f K (1-2 8) 
Eft* Sr. £&L£0-7$ n^r K*fctt*©INMt:&iM£fcJ&»ofl 
JI»fcttffiU#*Aa*ftifeftl««bfc. 0-7$p^K ( 

25-35) , 0-7$ P>f K (35-43) £ ±tf 0-7 $ P-f R (1 
-4 0) *f&mmt LT0-7$p^ K4 fctt*©R*#© Cfi^f 
* n-^ftft* iiiiBA-2 7a, BS-85a^it; 
BC-0 5 a Zm&LtZo Z:flh<D*)h, B S - 8 5 a ftlVB A- 2 
7 ate, *«fcUfc0-7$p>f K*ffiV^3R^ft*ftffl3£«feTf4V^'f 
ft&0-7$ p^ KlcStLTffi©T®v^«3ftittti^S*V^td^^ 
bf\ 0-7$p^ K©N*» (0-7$p-Y K (1-16) ) KtttZ 

B AN — 0 5 2 afc^VBAN- 5 0a bUfr&frtZ Z t fc£ D , 0 
-7$p^ Kfc»LTttftTHS«*ftt^ K-f yf-&ft»ftifcfcaH*T 
tSCi^lS^^ofc, BC-0 5 a tBAN-5 0 a b*B. 

^b*fct^ Myf-MiSffitt, 13-7$ D/f K (1-4 0) 
^ISJStS: i*<, 7;vy^-f^-^0t©Ji^ttttJfe^©i3 
-7$p^ h*SrS5«SJc*feat«Ci:^W*^*ofc 0 £btc, 
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BEf 5*y^n— f^ft:, #|;ttfB P - 9 0 a tfc, 
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£0-7 5 n^f K (1-4 0) SrttttiT* 5# 0-7 S K (1-4 2) 
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B S-8 5 a t B AN- 0 5 2 a IfcttBAN- 50a i &J&fc&fr* 
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±12 (2) ©#*LHft*tt, 

(2 4) ia^iJ#^: 8**£ftS7$yMWfc#*5*#'«:/f'Ka3 

Lftv^r i ^#mi1-^E^J#^ : i -e^£ti5 7 5 /HE^Jfctts 

(S-T^nW h\ |2^lJ#^: 2T^$tlST$/^SS?lJtr^rl-^^-T^ 
n^KSitf (*fctt) EW##: 3^£ft37 S y»E#l&ttS 
0-7 5 KocjBIBoUJ^^KtJiWHtticK^rsftfrfiJ:^ 
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(46) BP-90 aT*^$*lS3? (1 2) TO«©*>*n— 

±|B (1 3) 0fiP*UMB*i: UTtt, 

(4 7) % (4 6) 5fS«©*/^n-^mtt£l£t5W?y K 
±15 (14) <DB*L^mUbLX\*. 

(4 8) » (i) , » (7) , % (8) *fcti» (i i) mmmm 

±E (15) ©0£LV^#£ UTtt, 

(4 9) fi#±K:^»flstfci5-r5n>f K*fctt*©ll*fcfc*tt-5 

1 5 t t««fl2 $ ftfc fi -7 S n ^ K t fc tt* ® 5 
(1) *E«©»#T*>U, 1fa*#Eft**: 7£fcf* 

(5 0) IB^J#^: 7*fcttB8l#*: 1 0 «*il«T$ /MW* 
*1-5«^^f-KSr»«i-5Si:*#BAN- 0 5 2 a^fcttBAN- 
5 0aT***Six«*y^n^A'^-C*>5* (4 9) *Ett®£i; 
ft, 

(5 1) a#±iC^»flStfcj8-T$n>r Ffc#t*«i#»J:t«l»ft 
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£ftfcj3-7i; KK*ft50tfc0-##BA-2 7 a> BS-8 5 
a£fcttBC-0 5 at^^S^^n-t^M'J, 
B AN— 0 5 2 a*fcfiBAN-5 0 a T?«J3* £ ft 3 * / * P—TvMft 
frT»*>5* (4 9) 3gfB«fe©£i:8: N 
(5 2) fi#±fc^*fttfc]8-7$n-{ KlC^tS^fe^^H^ 
£ftfcj3-75; p^T KfC*ft5^<^-^^BA-2 7 a"«^$ft§ 
*y ^n-^tt#T?*>y, WBAN- 0 5 2 a£fcteBAN-5 
0 a T^£ft5*/*P-^/Hft#-Cfc»K J?-7 ^ p-Y K£fcte-t 

?IJ#^: 2T^£ft57S/l&E^J£tt5^:/^K, IB?lJ#^: 
«$ft*7-5/ifcE*J«:tft5^:/^K£J:tf (Sfctt) EW**: 5 

-zmztizTzsmmnzGtz^mhzfs U9) 

• 

(5 3) fi#±fc**fcLfcj&-7$n^ Kfc#t**M*fcJ:ttatfWfc 
$*lfcj5-7$ n>T. KWt5S#©-^BS-8 5 ati^^S 
p— TvHftftTfc'J, WBAN- 0 5 2 a £fcteBAN-5 
0 a-CH^Sft**,/ ? P-^/HfifTefcU. /J-T^p-T K*fctt* 
O0|9i^e^|#-9- : lT**ft37$y»Eai$r*'t$'<:/*h\ IB 
2'C**Jl-5T5/ltE?!l*lrl-5'<7 p ^K, IB?iJ#^ : 3X 

vm£hz>7$;m&m%%tZ'<7 i ?h*vh<b% (49) to«<&£ 

(54) fc#±fc3F*fctfc0-7$p>f Kfc^i-«tt*»J:0«mft 
£ftfc/3-7 ^ P-f Kl:?tt5^©-^BC-0 5 aTSI^SftS 
^/^P-^ttfcTfclK fll##BAN-0 5 2 atfcttBAN-5 
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(4 9) mmm<Dfemm-?hz> 0 

±B (16) <0#*U>j|&«S£: tttt, 

(5 5) fc#±fc**fcLfc 0-7 5*4 K*fctt*©m»#fc#t* 

1 5 ftftfc <t * ttfc 0 -7 5 n ^ K* fc ft * OfiSJtt 6 

t/t#*fc»4EW*: 7^U<«ia^lJ#^: 1 0T?***VS7 5 /*E 

(5 6)EW#^: 7 £fc&I2?iJ## : 1 0 "e**n«75 / *E^t 
^rl-5lfP^^f-KS:S8.«1-5^3&SBAN-0 5 2 a£fcteBAN- 
5 0 a-e«*£jll3*y *n-**ft#-Cfc3* (5 5) ^lEi£<A&* 
Sc. 

(5 7) fi#±fc*#flSLfc0-7$n>f Fl^tS^Simil: 
£ftfcj3-T:- Kt*fr5$Lft©-*^BP-9 0 a ft 5 

*y ^o—f/V$ift-efc»J % WBA-2 7a, BS-8 5 a, BC 
-05a, BAN- 0 5 2 a tfcliBAN- 50a "C^StlS*/ * 
n-^ftftTfcSl? (5 5) JHB*c©£*&> 

(5 8) fc#±fc**fcLfcjJ-7Sn^ KfctttSttttfc itfMfc 
£ftfcj3-7:- KfcS*^5ttft©-*^B P-9 0 aT^^^tlS 
^/ * n — t>VfaW"Zh I^^'BAN - 0 5 2 a IfcttBAN- 5 
0 aT**$ft5*/*n-^/PJItfle?fcU, 0-75n^ KSfctt* 
0«*##E*l#* : l^Sft^S/BfeEaifc^TtS^f-K. SS 
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?\m%: 2x*m&ti?>7 5 /mmmzttz^y? h\ mmm^- 3-e 

/M&Eaifc^TtS^f-K. E?!l## : 5 T S / mmm&G 

K, (*fctt) E?IJ#^: 6T^^57^/TOJ 

KTfcS* (5 5) 5E«©^iS^j;U! 
(5 9) mi:^Mlfc^-r^>f Kfcttt5ffi#fcJ;tf««Mt 

Ztl1tfi-7$ FKn+Sftft<D-%#B P-9 0 a 
t/^n-t^ft-efcO, WBA-2 7 a, B S — 8 5a*fctt 
BC-0 5 atl*$}l^y^-t«ti!!)ij, p-7$uj K 
4fctt*0«i»##E3»J«-: l~E?"J#f-: 6 T^£ft5 7 5 /ME 
fl*»$>8l#B~l 6#S©7 5y»E5«*fcttlll#l^l 7#|0 

7 * /Mai#**n tfc7 z/wtun&fi-rz^i- h'-zkzn (55) 

-vllOH, BAN- 0 5 2, BA-27^it;BS-85l^ 
4^12^2 2 B^bltBI£A%M%9f (I FO) fc, ^UT¥^5 
*1 Jl 7 H * & llKmiltt1IR^l¥lllltFX9r (N I BH) 

K— rJttftl IFO FERM-BP(NIBH) 
BAN- 052 50386 4138 
BA- 27 50387 4139 

BS-85 50388 4140 

*%WVnt>*l1t'^7V K—rJ»J&©5t>, BAN- 5 Of* 
W5¥U 8 Ba>feffH&fcA*#?JF3fe0f (IFO) fc, ^LT¥$5 
^1^2 7 Bi^iiilfllRl^lMM (N I BH) 
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,^?\) K— rj|pij& IFO FERM-BP (NIBH) 

BAN- 50 50390 4163 

s&fc, **M*c#fenfc^-<yy F-^UficH, Bc-o 5*j 

^&«%0r (NIBH) fcaT©aie#*-C#K*ftTV^5. 

'M^U K~ <rHBJ& FERM-BP (NIBH) 

BC-05 4457 
BP- 90 4458 

t: 1214, etT©^f-K©T5/MWSr*i-o 



CE*I## : 


1] 


0 




r 5 


n-f K (1-3 8) 


(eai** : 


2] 


0 




7 5 


K (1-3 9) 


ris?ij#-§- : 


33 


0 




75 


K (1-4 0) 


(E^Sf- : 


43 


0 




75 


o^f K (1-4 1) 


(E^iJ#-^ : 


53 






75 


K (1-4 2) 


(@B?iJ#^ : 


63 






75 


o>T K (1-4 3) 


(E8I#* : 


73 






75 


n>f K (1-2 8) 


CEai#* : 


83 






75 


o-f K (25-35) 


(I5?IJ#^ : 


93 






75 


o ^ K (35-43) 


(EH#* : 


1 03 




-7 


5 K (1-16) 


(B*l#* : 


1 13 




-7 


5 n>f K (1 7- 2 8) 


(iH^J#^ : 


1 23 


0 


-7 


5n^ K (1 8-28) 



#£Bfc:£l7S0-75 n^f K£ LTtt, EJ0#* : l"«$;h,S7 
5/^E^iJ^^-f5 0 -7 5 n.< K (1-38) , IB?iJ## : 2"C^$ 
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hzr $ ;mm\\z%tz> p -r $ u 4 k (i-3 9) > umw>-3 

xmtStlZT $y»Efll$:t*5 0-75P>f K (1-40) , E?0# 

4-?mztiz>7 % / mmmttz p - r % e J k (1-4 d , 
2) t^«iB^j#^-: s-zmisiizr 5. /mm\*^irz> $ -7 

K (1-4 3) ftif^fflV^tlSo 

L-7^7^Vi^L->f y7^7^f^ D — f V77,Ay^y 



^K> EHI#*: 5T^£ft37:> /ME?iJ<£|g3#l~4 2#Btf) 

^yKfcg&Lfc^^K, EflIM-: 5T^$tl57^/mE?lJ 
0»4#B'v4 2#g<Z)7^/^E?iJlrt1-S-<7 p ^ h\ E?0## : 
l~E*0#-£: 6?**jfcS7$/lMEaia»feJ*l»B~l 6#g£>7 
5/KE?!l*fcttl|l#l-17#B©T5/*E5ll^ftiUfcr^y 
BEaiSr^ta^f-K (flfctf, j3-7^n^ K (1 7-4 0) , 0- 
T^c^K (18-40) ftif) ft^lV^feit*. C*lbtf>j3-7^ 
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(75) fH^/ffiSIA ( *fflKov»*©* I 

fc*tt£( SUZUKI, NobuhiroKJP/JP) 

?305 %Wko<tti$1&®mmi 0 7 7fjfeO5 0 Ibaraki, (JP) 

BMSftJb ( ODAKA, Asano ) [ JP/JP3 

T305 £«fco<tfffrS$3T@l l«5f 

?x^"UK 4 0 3-^ Ibaraki, (JP) 
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(74) ftSA 

#S± *#ftMBtt. *MOHTAWA, Aki toshi ct aJ.) 
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JP, US, RflffllH AT, BE, CH, DE. DK; ES. FR, GB, 
GR, IE, IT, LU, NL. PT. SE) . 


(54) Title: ANTIBODY AGAINST 0-AMYLOID OR DERIVATIVE THEREOF AND USE THEREOF 



(54) fg*930£ffc a-t«o-i K«*tttowwwc»t«wi*xtF-t©«i 
(57) Abstract 

Novel antibodies useful because of having the binding specificity for 0-amyloid or derivatives thereof with 
0-amyloid actine as an immunogen, or monoclonal antibodies which recognize the N-terminus, C-terminus and central 
portion, respectively, of 0-amyloid. The combination of these antibodies provides an assay method whereby /J- 
amyloid can be specifically determined with a high sensitivity. This method is useful for diagnosing diseases in 
which ^amyloid or a derivative thereof participates, such as Alzheimer's disease, and the antibodies are useful for 
developing preventive or therapeutic agents for Alzheimer's disease. 



(57) %® 

^§5 • JflT*>5. 



PCTi:« • f fiM ? li i BBtttB^ '• > v u •» HllHi: PCrtnfflffl * 4 fc *> i-flBHS *i* a - K 

AM T a CZ + x , a *«S KP «*S|£« ARftWH m^r?-7>f 

Alt-XMir DE IM-v KB *KSS PL * - 7 v K 

AUt-X DkKv-7 K«f«^ PT**Hr* 

BB ««.«!•- X EE x^iT U Vt?>i> xfiv RO * : v;T 

BE ES X-^O LK.X'J7>» JUnxrlS 

BP r^t-7rv PI v ( > 7 > K LT >) J-r^T SDX-f> 

B?^r' T SU.'-* flZvzU 

BY ^H-i- GE /iVy'T MD * /V H " SHi*** 

CA *7-y ON*-T MOvf#XH TD-M--K 

CP «P*T -/ 'J *»fPB OR *U 5- v ML v'l TC I-- j 

CHXU IET<**>P MRt-'i^-r ^ii-^I 1 "' 1 " ^ 

CI a- h-i?.irr-<i IT fJ"l- MWvv-z-f Ho2ra 7 ' ( + 

CS |t 7 nu »y y V t KC A 'i A- * ? > NO / 'I 2 x - VN ,y * L±±i: 
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m u * 

0-7 5 o>f K*fctt*©ii$#©ffl£fe©li* % fc3^f±p-7 5 n>f 
K*fctt*©tt**#H4*5£lli T^SW-r-fcfcif) 

7/vy^>f ^-*!©^itif^ir;t&**jsfe©^i8*4*a**i"C#fco r 

P-7§n^Kli, j»4 0«!©7 5/tt^e>ft5^f'KT**>»J, 7 
KfMEft9&ft (Amyloid Precursor Protein : £tT> AP P 
^•f5)©»Kliifl^©35^[C3- Kc? jlTV % 5 0 |8-7$n>f K© 
7$/&iaj!l£#Tic*t. 

(^-7>n^ K (1-38) ] IS»^: 1 
As p-A 1 a-G 1 u-Ph e-Ar g-H i s -As p-S e r-G 1 y-Ty r - 
Glu-Va 1-Hi s-Hi s-Gln-Lys-Leu-Va 
A I a-G 1 u-As p-Va 1 -G 1 y-S e r -As n-L y s -G 1 y-A I a- 
I 1 e-I 1 e-Gl y-Leu-Me t-Va 1-Gly-Gly 
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[p-7$*4 K (1-3 9) ] E8I#^: 2 
As p-A I a-G 1 u-Phe-Ar g-H i s-Asp-Ser-G 1 y-Ty r- 
Glu-Val-His-His-Gln-Lys-Leu-Va 1-Phe-Phe- 
Ala-Glu-Asp-Val-GIy-Ser-Asn-Lys-Gly-Ala- 
1 1 e- 1 1 e-G 1 y-Le u-Me t-Va 1 -G I y-G I y-Va 1 

ip-rsv* k (i-40) ) mm%%-> 3 

As p-A 1 a-G 1 u-Phe-Ar g-H i s-As p-Ser-G 1 y-Ty r- 
Glu-Val-His-His-Gln-Lys-Leu-Val-Phe-Phe- 
Ala-Glu-Asp-Yal-Gly-Sei-Asn-Lys-Gly-Ala- 
1 1 e-1 1 e-G 1 y-Le u-Me t -Va 1 -G 1 y-G I y-Va 1 -Va 1 
(0-7 3 K (1-41) ] 1H^J#-^ : 4 
As p-A 1 a-G 1 u-Phe-Ar g-H i s-As p-Ser-G 1 y-Ty r- 
Glu-Val-His-His-Gln-Lys-Leu-Val-Phe-Phe- 
Al a-G 1 u-As p-Va 1-Gly-Sei -As n-Ly s-G I y-A 1 a- 
1 1 e- 1 1 e-G 1 y-Le u-Me t -Va 1 -G 1 y-G I y-Va 1 -Va 1 - 
lie 

(0-73 K (1-42) ) : 5 

As p-A 1 a-G 1 u-Ph e-Ar g-H i s -As p-S e r-G I y-Ty r- 
Gi u-Va 1— Hi s-Hi s-Gln-Lys-Leu-Va 1-Phe-Phe- 
Ala-Glu-Asp-Val-Gly-Ser-Asn-Lys-Gly-Ala- 
1 1 e- 1 1 e-G 1 y-Le u-Me t -Va 1 -G 1 y-G I y-Va 1 -Va 1 - 
Ile-Ala 

[0-7$ o>r k (i-43) ) m?m% 6 

As p-A 1 a-G 1 u-Phe-Ar g-H i s -As p-S ei-GI y-Ty r- 
Gl u-Va l-Hi s-Hi s-GI n-Lys-Leu-Va 1-Phe-Phe- 
A I a-G 1 u-As p-Va 1 -G 1 y-S e r -As n-Ly s-G I y-A I a- 
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I l e — I le-Gly-Leu-Met-Val-Gly-Gly-Val-Val- 
Ile-Ala-Thio 

£§lt i A, £3&ll£ftT;Bb1\ P- Seubeitkfci 

jflf*^ (Nature, 359, 325-327, 1992), £0P. Seubert ■ 

f-Y [0-7 5 n>f H (1-2 8) fcfc*] 

V^ 0 bfl>Lft#^ /J-T5n^f KOC»®, 0-75n>fH(2 9- 
39) , jJ-T5n-fK (29-40) > 0-7 5 n>f K (29-41) , 
^-7§p>f K (2 9-4 2) fc5V>ttj8-T^o^ K (2 9 -4 3) 

0_ 7 * K£$)3£1"S-i2 J fiSS"?&5i:f ±§B©P. Seub 

ert »IttfiWiI^^ tfc£ftiS**:S5£LT^ 



WO 94/17197 



PCT/JP94/0C089 



p^ K<l-16)fcfc#JSi: $ K(l-40) iS«1-<5*tft*t^ 

fcSUBi-s^iiciy, /s-t^d^k (1-28) i^sistsr 

trW*LfcfcV>5*'&ttftV\ 0-7$ P-f K (2 5-3 5) H\ 

* t * = y i: 7 $ / »Eai±0«{Htt##fc U M^tt^f 5 r t 
#$ft£$*lTV^(B. A. Yankner et. al. Science, 250, 279-282, 19 
90) o La»Lfc#e>, 0-7$p*f K (2 5 - 3 5) KMt 

P-T K (1-28) k&mR&'TZZktzLfcp-TS.vJ K*ft«A 

fctt0-7$t»>fK (1-4 2) #£fcfttU -MjfiLf fcttjJ-7 5 
p^ K (1-4 0) *Si(C«fc^1-S (7^;n^K7yWf-) ~£ 
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*4*y<<*Jy9x (Aich. Biochem. Biophys.) , 301, 41-53, 1993) 
.ft, 0-7 §o>f K (1-4 2) , |S-7$o>f K (2 6 -4 2) , 
/l-7$n^K (2 6 -4 3) , 0-7 5 n>f K (3 4 - 4 2) fciffcC 
jB^Sr^tf^f-K^aiftoT, *»tt©/»-T$n^K (1-4 
0) rfc tiTV^ (/V 5 * h y - 

(Biochemistry) , 32, 4693-4697, 1993) 0 :©i?)5;«^f,> j8- 
75n>f K (1-4 0) i /3-7^ K (1-4 2) k<Dtk%m#,<D 

T, 7/uy^>f^-#!0*»f*fT$fcH\ /J-7 5B>f K (1-4 0) 
irj3-7^o^ K (1-42) i^H<«it5:i:^IS/i 
RJBi4oT<5. ba>U*#& % -OJ: 5 5 tfcfrtt 

J: < ®mtfe*-fZ> r. 5£r£ft#> 0* L< 
-7$ KtfettfOtt«ft:oA4:S«^(mtSllto j e^n 

t. 
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Rfc"? 3*/ 9 a-i-*tiift; 0-7 3 o^f K*fctt*©R##©tf *t? 

ttt y y ^Sfc: J: 5 0 -r 5 o Kfc J: V* 

(7*y^^-*fc£0*tf#j5fc) mil-fa. 

$&fc£L<fi, #3g§^«:0-T3 K (2 5 - 3 5) % 0-7 
3n-Y K (35-43) , 0-7 3 n-f K (1-40) fc<fctf0-7 3 n 
4 K (1-16) tftftJRttT, *^n-t/vffift££$fmu 
rjife*rft*'fri?*5rifcJ: »J, 0-7 5 p 4 K (1-28) i£H 
££-f 5£ £ftUi:0-7 3p>i' K*fctt*®|§ilM*t:*tf«fcj&»otf 

25-35) , 0-7 3 P'T K (35-43) £ ,fct;0 -7 5 n-Y K (1 
-4 0) Srft&JEi LT0-73 K*fctt*Of|<M^OC*lB«r» 
SltS^/^n-t;^ «jt«BA-2 7 a, BS-85 afcitf 
BC-0 5 a SrHitfc. *fte><&5 B S - 8 5 a *tfB A- 2 

ft&0-73 n-f Kfc#LT*ai)Tttv^*ittt*»*S*v^fc=b3&»i>fc» 

feT, 0-7 3 K©N«» (0-7 3 n^T K (1-16) ) tCft-rS 

BAN— 0 5 2 a^^tfBAN- 5 0 a r b fc* U * 0 

#5: t&Wfrbttvlto tit, BC-0 5 a iBAN-5 0 a b%B 
^ffct^F^fyf- ft&iffl^&li, 0-7 3n-fK(l-4O) 
£ 5 - 1 4 < , 7*y W v-#}J6#©JH^»ttW«^ 0 
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^o-^Kft:, $Jx.lf B P - 9 0 a **3fcLfc. 
*«W©^#*#»©1"0», (1-40) bP-7$ 

NK (1-4 2) i:Srit««lt^»lft*1-6r St VIM? 

i-ftt>t)s B A- 2 7 a i: B AN- 
052a* fctt BAN -5 0a £ %Uty£t>-&1t'f V K-Y y f-^AfeT? 

5 K (1-4 0) fctftttiT?t3# 0-7S ci^f K (1-4 2) 
tttftttitfcV\ £fcBC-05a£BAN-052a£fcf*BAN-5 
0 a t«r»*^t»*fc1>-^K>f y^£*2fe-Cttj8-7 5 P-f K (1-4 
2) fctfetil-Ct W$-T% K (1 -4 0) IS$ffibftl\ 
BS-8 5 a £ B AN- 0 5 2 a*fcliBAN-50 a i^Jla^t)'* 
fetVHyfMlt(±^-7 5n^F (1-4 0) fc*tf0-7§p 
(1-4 2) SrlfcffltS tfc^ot, #3&PJM/ 

p^ K (1-40) i:]3-75P^ K (1-4 2) fc 

iOt5ftS»tt, &*n£»a»£>tt£ <£JT<?t 

J; IJAftt&fcH:,**^ 

(1) /S-7 5p^ K*fc«- : e®^#^<Z)C^{|i|©^^7 p ^Kt#M 
(3) ft##E«^: 8^StlS7^yKE5lJSr^1-5«^^ 
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&£>lw % ±15 (iii) 0$t#©*T*tK 7>py^v-^B#©JK ! ¥ 

75y*E50SrW1"5/J-7 5o>f K (1-4 2) ) fr#K»«-r5fit 
*#fr*L<* 3?>H:ttEfll#*: 5-e^$tv^7 5 /ME?iJlrlr75 
iS-7?o^ K (1-4 2) *B»t$^ E#J#^ : IT? 7 
S/»E?lJ&#-t$ 0-7 5 u^f K (1-3 8) , E?IJ## : 2T^£ 
tiZ>7*;Mmi\Ztt%P-7$uJ K (1-3 9) fei^EJiJ*^ : 
Z-?$t&tlZ7$;mim&titZp-7$ v4 K (1-4 0) £TO 

±12 (i) ©0t#Oft*«i LTHU BA-2 7 aT^*£ft3^y 

^B-t/ua^fcy, ±12 (is) om#<ott&Mtvx\*. bs-s 

Sat^^S^e^o-t/vWfcij, ±|b (iii) ©$t#©tt 
i&WkLXte, BC-05a, BC-15a, BC-65a, BC-7 
5a, BC-55a B C - 0 5 a tf&H LV>) T?^£;ft,3* 
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y 9 n— JvHfcfl:asfc5 0 

4 K (1-28) ) fc«fctf (Sfctt) E?J#^: 1 0T?«StL57$/ 
BEfllfttftSWa^f-K (/J-7§n>f K (1-16) ) ftB«t* 
5^/ ^o-^A-ftft^fflV^ft, A»liBAN-5 0a, BAN 
-0 5 2 a, BAN-1 la> B AN— 3 0 a , B AN— 2 0 a % BA 
N-4 0 aXUftZtlZ*; 9 v-i'/i'ftitt£Z&t > z# > #|:BAN 
- 0 5 2 a SfcliB AN- 5 0 a V%*&flZ>*/ 9 o— ^ffift^ 

E?U#* = 7T?^§ii57 5/iftE?!I«:^1-5«flJ^^KS:B«*i*, 
E?iJ#^: 1 2^&§ft37$/IHB^fttt5fR£^:^KftBK1- 

E?U#^: 1~B2?IJ#^-: 6 "C£$ft57 $ / RE#I 
a»fe»l#B-l 6#l©7:> y$ie?iJ£fciif|l#B-l 7#@©7 

5 / BfcE?!l # £#P t fc 7 5; y &E?0 ft *T 1 5 K ft # tcBtt * 5 ft 
###*b<, ^WtPJIf: 3 T£ §:h,37 #1 
#g~l 6#lc07 5y^E^iJ (E^J#^ : 1 1©7 5 y$E?iJ) *fc 
tt#l#B~l 7#B©7S/»E7!J#fc*l]Lfc7$ /BEflJ (E^J# 
#: 1 2<Z57^y^E^iJ) ft*t5^r^Kft»KB«1"5a#*#* 
LV\ Afrfi&fcJ4 % BP-Ola, BP-0 2 a, BP-0 3a£fctt 
BP- 9 0 aT?«*$ft3*/*n-^/Hfi#fc£#ll*e>*l5, £*l 
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t>*7^n— r>l>fcfc<0*) fc % BP-0 3 a£±tfBP-9 0 a ttMB^J 
£t#-e£So rnfe^/^n-^ftflco^Ti, #l£BP-9 0 

(1) 
5) « 

x.H?Efll#-)§- : 6tf«*Jt57.5y*EW**+5i5-7$B^ K (1 
-4 3) t£Z&T$./'<'7??-1i**A'tf*is'<'7f-?-'lii3:i!<Dx. 

d^K (1-4 3) fc|*OxyKXW- tffcJ:»jaP*^»tT# 
T^-7$n^ K (1-42) fcfERLfc»3\ *&>f> j8 -7 5 
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K (1-4 1) fc«fctf jS - T 5 n ^ K (1-4 3) jJSfi^L 

o>f K0iJSi:P-O#lSrtt5t;©^ j3 -75 K (1-4 3) 

tenors ;nmm\z.&^T3m&}:, &*v<&emj>±<D7$;m 

"^^K^jfcO^fftiLTfi, #J;ttfB. Men i f ie Id *Vl> * 

7 7^y^^ y^^r^f (J. Am. Chem. Soc.) ,85. 

2149(1963)] s M. BodanszkyfcitfM. A. Ondetti i^"f^ K iXyi? 
—3/;* (Peptide Synthesis) , Interscience Publishers, New York, 
1966^] , Schroder J; tfLubke [f K (The Peptide) , Acad 

emic Press, New York, 1965¥) . MMWk C^f" K£fifc©S*i 
1985¥] , [^b^ll^Ml, 
*W^S<7>fc^IV, 205, 1977^] ftiftfSfflV^ttSc fllxJf, @*B£ 
fcJ:!J j3-7^n^ Kfc$Wi/J -T^o/f KM^fifc^^KtT'&fiJt 

if) ©fatid>©$JJI£ffiV\ jS-7 5 p>T K*>5VMi/9-7$n>f KM 
m&tft*? K © C *M ^ & ftff 7 5 / & £ % m fii o T JEfctt&l" 

K*>3Wi0 -T^n/f RHl^^T^K^S^^TtSo 
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U y^© £ -T?;StiCl-ZStftlU ^n^y^TK^Sfi 

^M^Ml^^T, 7$ /»#*r**-C**1-l5il#, IUPAC- 
IUB Commision on Biochemical Nomenclature \£ 



PAM' 




B o c 


: t -7f-A>1"*r 9 s#fi'$^A' 


C l -z 


: 2 p n -^y-iz/V^-^r^^/V/fi^yix 


Br-Z 


: 2 -/ot- ^<yt?;v^-^C/^;l/^-;v 


B z l 


: 


0 c H e x 




OB z l 




T o s 


: p - h/i/x.yx/vfc—ji' 


HOB t 




Me B z l 


: 4 fvW^S^ 


Bom 




DCC 


: N, N' -S?S/*n^*^;t7/V#^-f 


G l y 




A l a 


: 77 = ^ 
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Va 1 




Leu 




I 1 e 


: J yn-f yy 


S e r 




Th r 




C y s 


: V 


Me t 


• n-*~y 


G 1 u 




Asp 


: 7x;<7*yM 


L y s 


: y*?y 


A r g 


: T)\/-%-y 


H i s 


■ txj-i/y 


P h e 




Tyr 

* / A 




l r p 


• Mi7r77/ 


P r o 




A s n 


: 7**7*y 


G 1 n 


• ?j\>9 % y 0 



r-) tp-7 5n>r Kane (A/fy) i©a^ittt, 
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-2, A- 9 My^7^htt^0 9 M V^T^-hflS^*, f^-A' 
(2) tv-i-frfafciDftM 
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tt2~l 0B6**Tfc*i5. fljfiLttft^: LTH:, #Jx.tffvK ?f-=¥, 
-Y;*, 7^h> fcS^ -VhVKH&b 

;Jifc?&JfiSi«K fc bftfcflftfcBft Uft 

*©ft|3-7 5B^ KtJtfMi©»*tt, ix.«t!2©«|S-7^ 
<•< K*ftjfc»fc*Ef&§*fc0^ ffi#fciB£Lfc«Mfty©i£tt:S:H£ 

fVXtJVOjjm (Nature) , 256, 495 (197 

5) ] lcft^HMn»#S. ft^ffiJtWfcUTtt, 
A' (PEG) ^ir^^T ^/i^fc^W fc*l5#» #*L<ttPE 
Gft^fflV^ti6o tftMUHlifrttfcfciLtfNS-l, P3U1, 
SP2/0, AP-lft^&tf S>*15#, P3Ulfe£##*L<JI 
v^ftS, JB^&ftSffittm&ttfi (MM) S^#mfift&©& 
*U^Jfc¥WU Ml : 1~2 0 : lSftTfcU, PEG (»*t<tt 
PEG1000~PEG6000) #1 0 ~ 8 0%gg©}fta?"T?*;(JD3 
ft, iI#2 0-4 0°C, #£L<&3 0-3 7 < CT*iI£l~l 0#|i^ 

#J;Uf J3 -7 5 n-T Kfc5V>&/3-7 5 b^ K 
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f 5v?y) £»LT, 1 0 ~ 2 0 %WJi!k%Ztts 

Wi^mm^m rpmi 1 6 4 0) x*ftt>ti% 0 ^^yy k--? 

isfe, ^m^tt^&, raftib^ ($k 

deae) \ztz>wm&s mmm, y^zmm, fcmBsmmz 

w^y h*~^<DMm$tctzit%o-nmmz.ft%i-%'<73-Yb^ 
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BAN-0 5 2 atI/T$il5 ; t/^n-t;l'^ BAN-50 
aTf^SftS*; — Jvvftftfcitf /3-T 5: n*f K*fctt*© 

(1) #38W©j8-7$n>f KSfctt*©||*^fc»i-5afl:i, tttt 
«fe * 08 tttt p-7 5B^K*fc «:* ©!£gtt £ fcgjfc * 

Ket#(cie^Lfc8«ftP-r ^n>f K*fctt*omm:©ii^s:aje 

«-££#««$&$*© £-7 ? K*fctt*©W*#©j£ 

8m§tlfc/5-75n^ K*fctt*©R$#fc#1-3ffi#;l3J:tf 
tttft«SrK***fcOt), **fcfcfc±©8*»©«tt«:8^$£i 
*#8ii-5tttt*«t»©i5-7$o>f K*fctt*©||3»fl:©Jfe*jfc-C*) 

#feJ;t;8«^$iifc/5-7 5D^ K*fctt*©fit$#K#1-3ffifc© 

(1-2 8) ) ^J:t; (Sfctt) I2?'J#^: 1 0-C^^ix57?yME 
flfctf+Sa^^F (tftfct), j8-7 5n>C K (1-16) ) £ 
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/J -7 5 K*fctt*®II*fc0*'M»£©«£^:/* K 
fc«?H«j{cH/S1-5 1 fcfcffci tSfcfc"?*) ( J , j8 -7 ^ b >f 

«fc UAftttfcBu £-7 5n>f K*fctt*©ft##oc$«!l0$|$#'< 

-8 5 a 4fcttBC-0 5 a tg/T^S^/^n-t/WibO, 

|3-T5p^K (1-2 8) ) fiirjt (Sfctt) E#l#^ : 1 0T?*3 
jx57$/«EW*^rt5aJ^^K j8-7 5n>f K 

(1-16) ) 5ffift#BAN-0 5 2 a*fc»B AN-5 0 

a-?$*£*l$*./ ^o-^tt#"C*>y, 0-75 n>f Ktfcti-t© 

WBP- 9 0 a X*mS£h2>*; ? v-i-^fcfc-ZhZo 
±!2<££i:& (2) Otffc, «NC 

jS-T ^ n-f K*fctt*0St*ftfc#^3Jft#©--:##B A- 2 7 a T? 
S^StLS^y ^B-^$t#T?&y, WBAN-0 5 2 a 
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B AN— 5 0 a-eS^SftS^/^P-^/Uffiflc-e&lK 0-7 5 n^f 
K#EW#* = 1> E?!l#-£ : 2, E*l*-g- : 3£fcf*E?iJ#^ : 

jS-7 5 P-f K*fctt*0»*{|:fc#t5a:fl:o-*#BS-8 5 at? 

^n-^/Hftft-CfclJ, WbaN-0 5 2 ajfctt 
BAN- 5 0 aTM^&ftS^/^P-^/MftftT&fj, 0-7^^ 
KtfEW* : 1 , IB?iJ#^- : 2 , : 3 *fc»Efl#* : 5 1* 

**it57 5>'»E5U*#t5^^K^*>53t*fe, 

#BC-0 5 aTH^$tl5*y *n-"7vHft#"?&y> tt^BAN 
-0 5 2 a *fc«B AN- 5 0 a T'^&ftS^y ^ P-^/HjiftTfr 
fj, jS-7 5 n>f K#E8I#* : 5~?%i$tiZ>7 Z smmtziiitz^ 

±ie©£*& (3) ©*-et;, 

/3-7^n>T K{C*f1"«Si*©-^B P-9 0 ati^^S^^ 
o-^ttfrT*!;, t##BAN-0 5 2 a SfcftB AN - 5 Oat 
S^S*l5*y^o-^0tfr"Ci!>»A 0-7 5 P-f K4fct±*©R^ 
»#Efl#£: lTg§tlS7 5yMIB?iJS:^t§-<7 s ^K, E8l#-g- : 
2T«$ft37 5/mie^J£t1-5^7>K, i23?iJ## : 3T?£$jh,5 
7$/»E5iS:*1-5^^K, E^iJ#^: 4 T?g S*l5 7 5 / RE2RJ 
^"tS^^f-K, E^iJ#^: 5T?^$tU$7^ y®E?iJ$r^rl-5^^ 
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n-^;v^^TfctJs WBA-2 7a> B S - 8 5 a * 1t&B C - 
0 5 aT^^ftS^ey *n-^;H5i#Tfcy, YttziZ 

F (a b') 2, Fa b'fc3VM*F a b Eftfc ^SriB^Tfc <tV\ *H 
feft3#> #^o^T^xEt^f-y M5/^&lrfflv^?,©» 



- 33 - 



WO 94/17197 



PCT/JP94/00089 



-^3'>y-f, 7** V 7**7 7 9-1? * ^ y 

/-yvBfSJft, ;^7z])^ ;Vi/?^yt£}? 
£{c y - T tf 5? y $ Srffi § r t T? # 5 . 

h?y. *^n-^4:if©^»tt#|fiR, fclAtftfy ^yy, #y7 

#3SK©f-y K«f *yffei:i5/l-7$B>f Koa^jfetfe^xtt, 
lftS^i 2fcK£fcfflV*&i'i3St/3-7 5 n-f Ktt#fctt:j8 -7 5 o 
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LTtt, 0-75*4 K (1-4 0) tTf^M Lfc*/ * n 

-t/*H, 0-7 5n4K. (1-28) fc£j£EJ&LfcV^t# 

h'>^-^*«ftj3-7 5o^ K (1-4 0) *JB 

v*5»£ft0#*&«»«ifcfc;Bi*T, 0-75*4 k (1-28) t 

£fgEJ£Lfcj&>ofc#, 0-75*4 K (1-4 0) i-SJt&tfc (B/ 
Bo =0. 5£#x.5£lM£: 2 0 0-2 5 0 nM, 4 0 ~ 5 0 n g 
/well) o Sfefc, ^1-5 0-7 5*4 K (1-16) Sr^aJSt t 
TffcRLfc 0-7.5 u4 K©N*«©*BJ^^f - KSrfSflUt 5*/ * * 
—TtV^(Doh, #l:BAN-5 0atfcttBAN-0 5 2 ai» 
^fetf/tl^ NyfftfcilV^i^, WWcfc 0 -7 5 *4 Ktr«fc 
Swfc#Wfc*fcfcofc (tttiiJg& 0. 2pg/w 

eii) o t*fcfe, *%®<Dtyi f jy?mBmft&w%mfcmLizp 

-7 5 *4 K©C«#jOl3J^7 p ^K{C#^W{CHJESt5*>'^o— ;h 
tT> )3-7^/fK (l -4 0) fcElfcU 0-7 
5*4 K (1-2 8) i^HSi^t^VN^y * *-^/W&#;SS#jtM 
P&JtStf, ^*lfc©ffi#W:&f' Lt>0-75*4 K (1-4 0) K*t 

-2 7 a4£##»£H:fll^fta. 
*fc, «K©tyK4y?-&:M£&f£/§v^;ft,5 0-7 5n4 K 
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/J-T5p^K (2 5 - 3 5) fcfcffiJRi LTfftRLfc&#asffig 

&5@g?tiLfco m&fcffifrtt, t$1-5j9-#7? 
»ftjJ-T$o^K (1-4 0) *£l'5ft&&®g*ft&ffl£&£& 
V^T, j5-7 5 P>f K (25-35) ££JfcL (B/B, =0. 5 £4 
t^SJIII :20nM, 1 n g/well) , 0-7 5n^ K (1-40) 
fcfcS&Lfc (B/Bo =0. 5£4*.affilii(*g : 8 0 0 nM, 1 6 
Ong/well) „ £ib(C % ±$LfcB AN- 5 0 a SfcfiB AN- 0 5 
2 a £fc*£fc*fci>-y K>f y^cffl Wc#£, *«*Mcfcj3 -7 5 
o>T KSr J: »JH5«ft tffl^tS rfc^Wb i»fcftofc (tftffljgg, 3 
P g/well) . t&fr^ *»WO^yK-f y^jfe»**ft»36»fcfi 

^n-t/vSfti: LT, jS-T^u-r K (25-35) \ztttZ>*S 

$ B/ f K (1-4 0) Kfl&flttTf&s&gfifcv^ £©J:5fcffi#fc 

LT, tfiRff, B S — 8 5 a #£M$-cH£fl3V^ £>ii<5 0 

BS-85atBAN-50 a &5VM3B AN — 0 5 2 a fc£ 
K-Y s^£, *>5V*ttBA-2 7 a £ BAN- 5 0a 
£>3VM2BAN-0 5 2 a t ZB.fy&t>1ttzy-y y^&fcfcH^T, 
/3-T$n^K (1-28) £ ©XHEJ&ttttRfc fcftfca>ofc e 

Ttt, U-75o^K (3 5-4 3) *rfttt«t LTfP*Lfctrt:### 
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—emmtP-T^uj K (3 5 -4 3) &%^Z%L&m<DBMftm\ 
S&lcfcv^ &t>(D%m (v^-^/i^:/^^p^#/i^:- * h y 
2 6 7#, 1 7 0 8 2- 1 7 0 8 6^-^, 1 9 8 850 (CiUT 

(1-40) £&R/£tt£^£&;5>ofc 0 rtiib<Z>ftft£BAN-5 0 
a ito-g-fr-frfcf-^K-l' ±^LfcT^y/N^v 

5 o-f K (1-4 0) fcoV^tt£<£BLfcV^i#8a»fcfcofc. 

M^tff^b^-r^p-r k (i-42) ^iM*«^^-efc§ 

C t T£ *J , £ e> CNWl: tfnW ^ >wtiG-tz P~7 

5b^K (3-42)^ P-75n/fK(2-42) , j3-7^n^ 
K (4-4 2) SrttCfettSNSgWIi^^Lfc^S^tfwi 

75o^k (i-i6) **«JHfctT^«tfcR^^:3^s0afc«v^fen 

jRLfc. rtlb^Jt^O/5-7? n^r K (1 -4 0) ic^-r5K*tt* > 
tit5^-t^i/^f«^-7^^ K (1-16) 

yW^fciCS, 4SS«W^-7 5n^ K (1-4 0) 
fcftfiffcRJ&ttfctfLTV^ (B/Bo =0. 5 £4 & aStlRM : 2 
5-70nM, 5- 1 5 n g/well) . $ CLftfe^jftttSriJ-y K 

tm^hflito -tftfrh, *J if o—TvHKftBAN-O 5 2 a #ftfc© 
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SUM (BAN-lla, BAN -20a, BAN— 3 0 a) (Dtfifcb 

(1-16) */*n-t*fcft*aftt^<*rfcfcl 6110^1 
fEKLfc. ^-**^-fWft/l-7 5 p>T K (1-16) Srffll* 

-T^o^K (1-4 0) Kft#fcRj&tt$:WLTl>fcas, ZOttfrX* 
«BAN-50 a*S*Tl5««©^XK>f y^-fflSfeSr^X-S 

]J-75n>f K (1-16) fc#+6£ifr*ft«!MJW-3#, tffcB 
AN-5 0 a fcitfBAN-0 5 2 a $>jfc,5, 

gE^JS-^- : 1 2T»$$;h,3|B-7$B>f K (18-2 8) ££gJI£ t 

.K— v*9 8£ffcKLfc, fcfrTftu BP-01, BP 
-02, BP-03, BP-90©4o©/^y!J K— "?3&>£>l££;lx 
5^/^P-t/^fBP-Ola, BP-02a, BP-03a, B 
P - 9 0 a ■?*>!), BP-03 afccfctfB P- 9 0 a iiiE?iJ#^ : 
1 1 X$t£tl% j3 — 7 5 n-Y K (17-28) * fcB»*5 ^ i 
S 0 Zfth*; 9u— r^^O^Xh, #KB P-9 0 a^ffiT 



- 38 - 



WO 94/17197 



PCT/JP94/00089 



ItmnftK (B) fcSrftHftt (B/F£*) , BfcitfFV^ft^oai 
R«H£U ttlfctt^©«:MSrJ£*t5. Si* it 

So 

gfflSifcj (£2JK) (R*»K, M5 7¥*fr) , ^Jlimfeb^ 
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rff*ftffi98£&J (*3 US) (E^tR, Bg^p 6 2¥»*t) > riieth 
ods in ENZYMOLOGYJ Vol. 70 (Immunochemical Techniques (Part A)) , 
IH# Vol. 73 (Immunochemical Techniques (Part B)) > IHil Vol. 74 

(Immunochemical Techn i ques (Pa r t 0) ^ IHH Vol. 84 (Immunochemi 
cal Techniques (Part D:Se I ected Immunoassays)) > Plit Vol. 92 (Im 
munochemi cal Techni ques (Part E^Monoc 1 ona I Antibodies and General 

Immunoassay Methods)) , IHtr Vol. 121 (Immunochemical Technique 
s (Part I : Hyb r i doma Technology and Monoclonal Antibodies)) (&_h, 
7% s f%y97v*q&tf) kXtm. Ufc#oT v *%W<Ofy K 

HlHfiv j3-7Sn.r K (1-4 0) «rftftLfc-r$r^©ttfrtfft 
0-Ga l*«Mfcj3-7$P>f K (1-4 0) SrffiV^lMfcili*** 

"To 

8 2 0-7 3 n>T K (2 5 - 3 5) fc&gLfc^ 

H-Ga l*«Mt0-7§n>f K (1-40) fcl^TW^fcfcHfc 

8 ^-T?n^ K (1-1 6) ^«lfcr^Ottfl!« 

HRPitft/l-7 5B^K (1-16) SrfflV>TP^fcJi*.Sr^1- e 

854 Btt, n-Y K (3 5 -4 3) Mlfcv^^l 

&HRP«tt{fc0-7 3n^ K (3 5-4 3) Srffl^TSI^fcii&SrjF 



- 40 - 



WO 94/17197 



PCT/JP94/00089 



to 

$5 bib* iiiai^t©M^5 K-7©^^y^y^©jii^ 

^tc (a) {ij3-T?p^ K (1-40) £&&b7!:v**£/BVN7i: 
}§£\ (b) fi 0 -7 5 n «Y K (25-35) ££g bfcv £^ 
fc#-£\ (c) (1-16) Lfc v fcfflVN 

fc#3\ fc.tr/ (d) (i/3-T$n^K (3 5 -4 3) £ft^Lfc-r* 

Sg6Hltt, K (1-4 0) fcfcftJRfcLTffeRLTVey 

^n«-t;Vji#BA- 27a©j3-7^nxfK (1-40) (-0-) s 
j3-T^n^K (1-28) (-A-) , J3 -T ^ K (1-16) 
(-0-) , 0-7^n^K (2 5-3 5) (-□-) , fc.ttf/3-7^ 
*4 K (3 5 -4 3) (-A-) [C*f-rS£J&tt£j3-Ga l^HftjS 
-7?n^K (1-4 0) %JI^3tt£8i-E I ATlMfcfS***-*-. 
JPHSfc* $6BI (b) fii3-r?n^ K (2 5 - 3 5) ZftMlfrtLX 

5 a<DS^ttSr^-G a l ftttft 
j3-7^n^K (1-4 0) fcjflv*<5ll£&- E I A-CH^fcfcf*** 

to 

»7H (a) fcitf (b) WPiM-X$n>f K (1-16) 
SrftftJRi LTff»U*y^n- «ftBAN-0 5 2 afcit/B 
AN-50aOjJ-75o>rK (1-40) (-□-)> 
(1-28) (-A-) > fcJ:tf/3-7 5n>f K (1-16) (-0-) 
fc)Tt$R£tefcHRP**fl:0-7$n>f K (1-16) fcfflv^tt 
£ft-E I A-eW^fciBfc&jaH-. 

$8Btt> BAN — 0 5 2 a (-0-) , B AN — 1 1 a (-0-) , 
B AN - 2 0 a (-A-) , BAN— 3 0a (-□-) fccfctfBAN- 
50a (-□-) <Dp-7$vJ K (1-40) fc*t1-SEJ£tt«:HR 
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pmmkP-T$v>( k d-16) £iv^)i-a-&-E i A-cw^fc 

#£LTBAN-052a (-0-) > BAN- 1 1 a (-V-) , B 
AN-20a (-A-) 4fcfiBAN-3 0a (-□-) S^fetf 
K>f yf-E I AO/9 -r 5 o^K (1-4 0) ©**ft«l^*t. 

Hi OHtt, §liif«£i;#£ LTBA-2 7 a -HRP£JgV\ 
ffiS*i:lTBAN-0 5 2 a (-0-) , BAN— 11a (-V-) , 
B AN - 2 0 a (-A-) £fc«BAN-3 0a (-□-) fcfflVNfct 
yhVff-E I AO j3-7 ^ n >f K (1-40) ©WM£jF-fo 

HI IRK* »*S»a*iUBAN- 0 5 2 a-HRP£$l\ 
lftfflft#iUBA-2 7a (-0-) £fcftBS-85a (-0-) 
£fflV>fcf-y K>f yf-E I A© j8-7S K (1-40) 0 ft Mil 

Hi 2H«, I^Wi LTBAN-0 5 2 a-HRP (-0-) 
*>3V>HtBA-27a-HRP (-□-) £fflV\ HfcJfltffcfcLTB 
AN-0 5 2 a&ffiV^fclfJ' s/^-E I A0j3-7 5n-f K (1-4 
0) ©*l»ftllSr*1-. 

£ 1 3 0W\ BMKflMftftttfc LTB S-8 5 a -HRP£fflV\ 
JBffifti LTBAN- 0 5 2 a (-0, 0-) fcS^ttBAN- 5 0a 
(-A, A-) %%X^1tty K>T yf-E I A© j8 -7S n>f K (1-40) 
(-0, A-) *>5W*0-7$ of K (1-28) (-0, A-) © 

&140tt, IMRftftttft* LTBA-2 7a-HRP£fflV\ H*g 
fflftft^ LTBAN-0 5 2 a (-0, 0-) fcS^fiB AN- 5 0 a 
(-A, A-) *m^tffy K^T yf-E IA<D)3-7?o^ K (1-4 
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0) (-0, A-J a>5^H:0-75P>f K (1-2 8) (-0, A-) 

»1 5Btt, imttfrat (a) BS-8.5 a-HRP (b) 
B A- 2 7a — HR P, fcav^tt (c) B C - 0 5 a -HR P £rffil\ 
HMKfti LTBAN-50 a fcJBV*fcf-y yf-fe-E I AO, 
/}-7 5n/f K (1-3 8) (-0-) , |5 -7 3: *«f K ( 1 - 3 9) 
(-A-) % /3 - 7 5 o <Y K (1-40) (-□-) % 0 - 7 5 W K 
(1-42) (— O— ) % &5V"*{i jS — 7 ^ d-Y K (1 — 28) (-□ 
-) ©8!**i»&*t. 

Hi 6 0f4, 7/uy/N>fT-#5A#IIKlPliaft , Oj5-7 5n>f K©$ 
*B-HPLCfcJ:**WM^O*affitt«r, BBSKffiftiLT (a) 
BS-85a-HRP, (b) B A- 2 7 a -HR P £JBV\ Sffiffifci 
ftb LTB AN- 5 0 a f>V y^-E I A (C <£ o "til ^fc 

£1 7BH\ 7A-5Wv-3Sft#fc*j8-7$n>f KB# (<¥»8l 
ttlto) *^*3StJ:»J«|5^»»tfcO*,, IftHPLClciUftBL 
fciB*£*1- (^ffl^fi= 2 1 0 nm) o 

$18BI£, 7^y^v-*A*JHS*/3-7 5p>r KB^ (Jfti* 
ttfflft) ©HI 7©j8MB-HPLC©8WB£© (a) No. 35, (b) 
No. 4 133 J:^ (c) No. 4 3 ©«»##? h/K&^to 

HI 9Btt* 7;w;Wv-^j&#B*3M-7 5n^ KB# 
ttffife) ©Bl 7©ia98-HPLC»ttlB#fcoVvT, ^m^TO^i 
LT> (a) B S- 8 5 a -HRP, ( b ) B A- 2 7 a -HR P 8£ 
0 s (c) BC-05a-HRP^ffiV>, Hftlftfti LTB AN- 5 0 
aSrfflV^cf-V M yf-E I Aid ioT^i LfcUr**:*-*-. 
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% w * % m -r s fc * <d m & <o m m 

ran m<om 

(1) /3-T$Dxf K (1-4 0) OliS 

rtJJE©Boc-Val-OCH 2 -PAM#Ji(T^7>f K Jf^T AXftllD 0. 
71 g (0. 5$y*;V) SrfflV\ ^7"^ K'n-^;li(T7 p 7^' K 
^*x^X#i^^;M30A)££ffiL£$Lfc o «Mg±©Boc£fc 5 0 % 

(07 % /ll£#2 5 y *;>©Boe-Gly, Boc-Val, Boc-Met, Boc-Leu, B 
oc-Ile, Boc-Ala, Boc-Lys (Cl-Z) , Boc-Asn, Boc-Asp (OcHex) , Boc-Glu 
(OcHex), Boc-Phe, Boc-Gln, Boc-His (Bom) , Boc-Tyr (Br-Z) , Boc-Ser 
(Bzl), Boc-Arg(Tos) Sr/5-7?o^K (1-40) ©7 $ / iMBfllil 
»;tHOBt/DCCt?ffittfkUTtt^Ls «»j}-75o>f K (l-4 0)-0C 
H 2 -PAM$|g2. 7 0g» r©«lP-75o>f K (l-4 0)-0C 
H 2 -PAMM 0 . 5 6 g£p-^/-/v&#7t*#tezkif? 1 Omit 
Or, 6 0«IUt, «I^Kf SLlS^x-r/H 0 
mlt2[aIft)fLfc 0 iH«r 5 0%-«!**T?ttW t, 5F#*«rit4t 
5 0%-mWtfrvm&L1t o it$u *iM*fc£fcHf\ 2-3mll^ff 
«ij§U 5 0%-*BMcT?ft*Lfc'fe7 7 5 f 5>**G- 2 5©#7-k 

(2.0x85cm) fc#U H*ircRN Ufc, ±gK#£m©&$SS£:!iL 
*Sfe©»*»l 5 Omg^ft :^2 0%-7t h=hy;W7K 

(0. l%hy7^aR»$f) 5 0m U W*irea*L 

fcLiChioprep RP-1 8.*7^ (4.1 X 10cm) lettU 2 0%~7 0 
%*T©71r>~ h y^*** (0. l%MJ7/W^-n*||^)Ott 
*i**4jE*WUfc. ±SIiftfc*©i?gLiChioprep RP-18* 
7A (2. 6 X 6cm) fc#U 0 %~ 5 0 %*T!©7ir M A7k*ifc 
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(o. i%nj7^tomt) o&mmm&Qmmm* 

Gly 6.85(6), Ala 3.44(3), Val 5.68(6), Leu 2.00(2), He 1.39(2), 
Met 0.89(1), Phe 3.21(3), Sei 1.89(2), Asp 4.35(4), Gh 4.52(4) 

, Lys 2.05(2), His 2.86(3), Arg 1.10(1), Tyr 0.97(1) 

g*##f£«fc5(M+H)+ 4 3 2 8. 0 5 

HPLC*W«rW 2 2. 8# 

7>7i»&# 

: Wakosil- 5 C 1 8 HG (4. 6X100mm) 
g|*ffi:Aft(0. l%->y7/U*B»H*»*)- 

B« (0. 1%- MJ7A'*nftH^#T'fe h-MJ/V) 
&ffll\Atta>&Btt^£i&!ft&4g£*ir (5 0#) 
8ft 1:1.0 ml /#» 
(2) [Cys 17 ] 0 — 7 5 n K (1 — 16) (DMiSk 
TUJE©Boc-Cys(MeBil)-OCH 2 -PAlHlfJIB(77'7>f K ^tV^fAX 
tttt) 0. 7 5g (0. 5 3y*A-) §rfflV\ ^<7f 
W K /M^>*TAXtfcM*r;M30A)£tefflL£$L*:„ #Jii±<Z>Bo 
cg£5 0%b y 7/^n^i/I|^fi/yi?MLr5;S^ll^ 
;©75/Il:^2 5 y^/KPBoc-Lysttl-Z), Boc-Gln, Boc- 
His(Bom), Boc-Val, Boc-Glu(OcHex) , Boc-Tyr (Br-Z) , Boc-Gly, Boc-S 
ei(Bzl), Boc-Asp(OcHex), Boc-Arg (Tos) , Boc-Phe £ [Cys 17 ] 0-7 

n °^ F (1-16) or^yMmaufcHOBt/Dcc-cstt^L-r*^ 

U {jjfcg [Cys 17 ] jJ-75o^K (1-16) (MeBz 1) -0CH 2 -P 
AM«f|gl. 9 0gm, C<D&1 [Cys 17 ] 0 -7 5 p>f K (1 - 1 
6) (M e B z 1 ) -0CH2-PAW»J! 0 . 6 8 g^p-^^y^#Ti 
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TK&ttsU 1 Om 1 -C*0°C, 6 O^IB&SLfcfL 

L,mnt**-7A>1 Om 1 -C2ia^tfc 0 ift£5 0%-ft»*T?tt 

*G-2 5 (2.0x85cm) O^-McftU lRljSiSE"T?fllMLfc„ 
&*&&*ltl&jtU S£tf>$*13 6. 7mg£#fc 0 
7S/&#IHt: 

Asp 2.17(2), Ser 0.96(1), Glu 3.04(3), Gly 1.00(1), Ala 1.00(1), 
Cys 0.82(1), Val 0.99(1), Tyr 0.94(1), Phe 1.09(1), Lys 1.05(1) 

, His 2.89(3), Arg 0.97(1) 

SC###ffcJ;5(M+H)+ 2 0 5 6.8 3 

HPLC^fflHra 14. 8 % 

: Wakosil- 5 C 1 8 HG (4. 6 X 1 0 0 mm) 

mmm Am (o . 1 %- mj 7^nft****) 

b$ (o. i%-W7A'*vm&isG7'th~hy;\') 
tM^AmfrbBm^ummmMm&K (so#) 

% 1:1.0 ml /#„ 
(3) /J-7$pW K (2 5- 3 5) 

rfJ|g©Boc-Met-OCH 2 -PAMM(777^ K ^t^TA/ftS) 0. 
66 g (0. 5Sy*A0 «rfflV\ ^^K*lWi(77*9>f K /<>f* 
^^AXttJU^^^aOAJtrttffit^rtLfco «HI±OBoc£%5 0% 
h U 7;v^-ng^^/ig{l:^5 1 ^yi?ML7$ /g^^Bt^iirfc^, C 
OT.S /Sfc£2 J fcJJ J &/l'0>Boc-Leu, Boc-Gly, Boc-Ile, Boc-Ala, Bo 
c-Lys(Cl-Z), Boc-Asn, Boc-Sei (Bz 1) & 0 -7 ^ v >( K (2 5 - 3 5) 
07$ /KE^Jii'J KMJH/dCCUmmtLm&L, {RI^-7§o^K 
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(2 5 - 3 5)-0CH2-PAM«MBl. 1 4 g £*|fc e r ttftfll P -7 5 
K (2 5- 3 5)-0CH 2 -PAM®ll0. 6 1 g fcp-* ^-/V^Tt** 
{b7lc^lOmlT-O e C, 6 0#K«yiLfc£, #ttlf £$cM£ L2§ 
ftfrx-F/H Om 1 T2l§]i5fc#Lfco Cix£5 0 %-g^^7K"Ctttil 
^»**«4U5 0%-ftll*t'ft#tfc. ftiMSfc^fc*, 2 
-3ml fcHJEftSR&LO. 1% h U 7^tng|l*5 Oml -CftfcLfc 
ft, 0. 1% h U 7/V*nft»zk"T?ftSSLfcLiChroFiep RP-18* 
7 A (2.6xi0cm) tcftU 0%~5 0%IWt y^JSR 

^Sr^»«IS««tafe©»*l OOmgfetfc. rtiSrN-ftK0.5 
■ llC&ffU «-C^Lfct77fy^^LH- 2 0 (1.0X96cb) 
fcttUIH»fcT?*IWUfc. iSM^Sr«»«r»«£*tefe»*9 lmg 

Asp 0.97(1), Set 0.95(1), Gly 2.94(3), Ala 1.00(1), Met 0.89(1), 

He 1.59(2), Leu 1.00(1). Lys 0.97(1) 
©*#$ffc«fc3(M+H) + 2 0 5 6.8 3 
HPLCWH 18.9 ft 

#7 A : Wakosil- 5 C 1 8 HG (4. 6xl00mm) 

B$ (0. l%-hy7^nft»MT*h=hy^) 

ft 1 : 1 . O ml /£„ 
(4) [Cys 34 ] j3-75 o>f K (3 5-4 3) ©»3t 
Fnoc-Thr(tBu)-!7y»ffi (O. 46g = 0. 2 5U^K fta-fb^ 
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tttt) ZtaftffiWbLX, T?7s( V * f sX?J»Xti:Wmo^7 
5 (1. O^y^/v) £fflv\ 2 0%t°-<y^ 
y-DMF|g»fcJ:$FiocS0Jfcft«£, DCC-HOB t 

iSl^fWO. 7 3g*#S. 

Fmoc-Cys(Trt)-Met-Val-Gly-Gly-Val-Val-lle-Ala-Thr(tBu)-I7y 

Wilt 

:o^f»no, 5 8g (o. 2 0^y*/v) IttR^t^ 

xy-yWO. 7 5 g, zf^yy^ir-fVQ. 2 5mK W=y-/v 
0. SmKl^^O. 5m K h!)7^tD^tl 0ml 
M-ei. 5MJI#Lfc 0 «HBSrit*U «*S:*«t, JHSKakft 

Jfcft 1 6 8mg (8 9%) 

««5>fflCj:5(M+H) + = 9 4 9. 5 (1M= 9 4 9 . 5), 
(5) /J-7§n>f K (1-38) feit/^-T^o^ K (1-3 9) © 

#s 

fl-TSu^f K (1-40) Sr^/V#^->^y^y-^ Y 
^t5-ii^J; l J/3-r^n^K (1-38) ft£X*&-7% K (1 
-3 9) SrffcRLfc, tft:b*>> /3-7$n-Y K (1-40) (B a c 
hemttM) 5 0/igW;V!i?^^W-f Y (ty^y-p^B 
mftM) 0. 5/zgSrO. 5%»»TV*=i5'A*»*lC»*UT.60 
Ml it, 10t;t2l«tfe o Vydac C4 (The 

Sep/a/ia/t ions GroupttM) Srffl V*5iSMB-H P L C £«fc »J #pi U U 
V (2 10nm) T'&ffi 3 #tf)£ftt:W £fC*#Jlr K £ »J R£ 
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*7A:Vydac C4 

(The Sep/a/ra/t ions Group^hM> 4.6 x 250mm) 

mmm-Am (o. 1% h5 7^n»«M 5% 7±h~ 

(0. 1% MJ^yutfDRIte^r 8 0% 7* h 
~h!J/V) 

6 0#P B WtT3 0-5 0 %tcEj»ftlC±#$*fc. 
% 1:0. 5 ml/# 
ff*##r(Cj:5(M+H)+=4 132. 9:0-7 Sn^K (1-38) 

(1H 4 13 2. 6 ) 
4 2 3 1. 6 : 0-7:* K (1-3 9) 

(1M 4 2 3 1. 8 ) 
4 3 3 0. 9 : j3-7^n^ K (1-40) 
(3IME 4 3 3 0. 9) . 

(1) 0-75*^ K(l-4 0)*atf*M©fftK 
±fEH»Jl (1) T#bftfcj3-7^n^ K (1-40) £4=^n 

?u?yy (BTG) t©*^«rf^*tftffiJRi:tfc. tt£t>*>, P 
-T^n^fK (1-40) 0. 6mg£l 5%<DDMF£^tp 3mM!J 
P H 6 . 5, 1. lmlfc*fl$ttfc0t>, 0. 5ml 
©7k«$£-frfcBTG 2. 5mg^*Dt> $fefc&Jft&0. 3%©^ 
/i^/i^^xfc K*JPtTM"T?3l*IWSJC$*fc. SM, 
*K:#U 4«CT2 HWSfrLfc. 

(2) j3-7S u>T K(2 5-3 5)^tr*«JR©ff« 
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±ffi&*m (3) T*&hflttP-T$m V (25-3 5) tBT 
Gbvm&fcZtfMLft&mt UfCo -ffcfct), 0-7 SnW K (2 5 
-35) 0. 5rag£BTG2. 5mg£ft> pH4. 5lcHHitfc* 
lmlCii^ &«g0. 4 0 /o(D^^V7;Vrt KftjfoUtT^il 
T3WSlS$*feo Kfc'&s £S£:E*lc*tU 4°CT2 BP^tffL 

(3) j5-T5n>r K(l-1 6)Sr^trftftKH©f^* 
±3311*811 (2) *T?#t>ilfc[Cys 17 ] 0-7 ^ P'f K (1-16) t 

BTGfc0*£#ftfHRU MSHfc. tftfct», B T G 2 0 m g 
ft, 0. 1 My (pH6. 9) 1. 4mlK8»jft N- 

5 K^f-y n.^i/) K(GMB S) 2. 2 m g 

(8/xmo 1) ft^tpDMF*«l 0 0 /* 1 fcWU Slt4 0^g 
£$*fc 0 RJfcflU t77f>7MG-2 5*7At^SUCt>, v 
l^S KSOfcASftfcBTGl 5mgi [Cys 17 ] j3-7 5 n>f K (1 
-16) 3. 6mgi^U 4°C-C2 HWRJS**.fc c & 
m&m&KLML, 4fe2 0«lf: o 

(4) j3-7S K (3 5-4 3) ft^t?&&JI©^§S! 
±ESt*«l (4) T#ibftfc [Cys 34 ] j3-7S n-T K (3 5 -4 3) 

^MW^ (B S A) fcoKC^ftf^Rt, ftaJRtbfco f 
BSA21mg (0. 3 1/xmol) ftO. lMy V&fflMWL 
(PH6. 8) 1. 4mll:|j!|St GMBS3. 5 m g (12. 5 
pmol) ft#tfDMF«l 00/i UH^L, gMT 3 5ftRfc£ 
#1t 0 t7777^^G- 2 5#7 ATf^HUfc©*,, V W 

^ K£0$A$ilfcB S A4. 5mg t [Cys 34 ] 0-7 5 K (3 5 
-43) 2. lmg£ft»£U 4°CT-SfeM$*fc 0 RJ&«, £.M 
U 4 < Ct20«Lt 
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(5)0-7 3n-fK(18-28) fc£tf*#JS[0ftMK 
[Cys 29 ]/3-T?P^ K (18-28) iBTG^M»^lU 
ftftlil/fe. tfcbfc* BTG21mg£0. lMy^Mffffi (P 
H6. 9) 1. 5m 1 GMBS2. 4 m g (8. 4/imo 

1) mDMF*«l 0 0/i 1 i»£U Ml? 4 OftKJ&ZKtz, 

co^A$tlfcBTGi^7mgi[Cys 29 ]i3-T^nxi' K (18-2 8) 
2. Omgi^U 4°C*C-iilS^$*fCo 

CUM 3 ) ftft 

6-8iI^OBALB/Cfll^^^U:±|BSI16fa2E«©*filgj5- 
T5n/f K (1-40) -BTG«^ 0-7 Sn-f K (25-35) 
— B TGlM, 0-7 5 P-f K (1-16) -BTGm 0-7 5 
p>f K (3 5 -4 3) -B SAfc£#&5V^tt0-7 3 K (18- 
28) -BTGMM, W^8 0/« g/Etf*i7o>fy hT 
5?»/<y b i i t»KATA«tfc. Sift 3am&#lcflft®ftftJKt:;F 

(1) p-D-#9?Y*s?~V (0-Ga 1) SM8Ut0-7 5P>f K 
(l-40)©ffcK 

0-7 5 p-Y K (1-40) 7 0 n (1 6 nmo 1 ) & 4 0 /x 1 ©D 
MSOl:^St> F!)xW?yi60nmo 1 ( 1 0 a* 1 DM 
SOm®) irN-^^i/^5^1—3- (2-tf y 5^/V^^) 70 
W-KSPDP) 23nmol ( 7 ju 1 DMSOW t ZMz. 
fc*, MT9 0^g«S*fc, 0-G a 1 (Mftft 

7mg (3. 3nmol) 
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®*» (o. luv ymmmm. ph7. 5, 0. 4 5 m 1 \z®m m 

MtLs 4tT?10^§ft ^Vhn^Ac A34#7A 

(LKB-77;W->7ttI) -C^SL, j3-Ga l«j^-T5n 

4 K (1-4 0) £#fc 0 

(2) W#!7tfcVN 0 -^^v/^-^ (HRP) fiUftP-T^B'fKd 
- 1 6)<Dftm 

±%mmmi (2) XflktlfcECys^jS-TSn^ K (1-1 6) 
HRP (^^^l^Sffi, -<-!J ^A^ftl) i:&£*U 
(EI A) (DmmWtL-to *fckt>, HRP 5m g 
(125nmol) £0. 9 5mlO0. lMy^ttlKm, PH6. 
8t»«P$*. GMBS3. 6mg (1. 3/imo 1) fc^tfDMF^ 

G-2-5#7A-C£pibfc, McLTffeRbfc* Tl"f ^ KS® 

5gA£ftf;:HRP3. 3mg (7 8nmo 1) £HMJ1 (2) Tf^fi 
£tl<fc[Cys 17 ]/3-7 ^n-^K (1-16) 0. 56mg (2 7 0 nmo 
1) ££fi£U 4TCtlBSJS^fc. m^Hn^Ac A44 
(L KB - 7 7^"^ v'T&fgS) *5A^BL, HR P8«Hfc|8-7 5 
p>T K (1-1 6) 

(3) HRPMl^-7 5n/f K (3 5-4 3) <0^% 

h%mmmi (4) -?#£>*ifc [cys 34 ] p-r$ k (35-43) 

tHRPiBll^ E I AO^^i Lfeo 1-fcfr*>, HRP 1 2m 
g (310nmol) Sri. 4mlO0. lMPyflW, pH6. 
8tiH^, GMBS1. 3mg (4. 5/tmo 1) ££tfDMFS 
tlOO/i 1 i$B£U OftfflKl&ZltltOh, *?7TV9 

XG- 2 5 ^7^T'^Ilfc 0 ^Oi'plcLTf^MLfc, v^U'S 
O^ASftfcHRP 3. 2mg (76nmol) (4)Tf£ 
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$[$ ft fc [Cy s 3 4 ] 0-7:; K (3 5 -4 3) 2. lmg (7. 2 ju m 
ol) fc«riB£U 4t;T'l SM^bo^AcA 
44*7A^IU HRPW^-r?p^K(3 5-4 3) £#fc 0 

(4) HR?mmt^-7%v2y( K (18-28) ©fls®} 

[Cys 29 ] 0 - 7 ^ n-f K (18-28) tHRPtBIl, E I A 
O^^^i: tfco 1-fcfr*>, HRP16mg (3 9 0 nmol) tl. 
4ml©0. lM!Jyil» (PH6. 8) GMB S 1 . 

lmg (3. 9fimo 1) fcfrtfDMFfcttl 00M ia^lifC 
4 0^WSlS§*fc©*>, ir77T>7^^G-2 5#7A-C#iiiLfc, 
r©±5lCUT^»LfcvW^ KS©i*A£*lfcHRP6. Omg 

(150nmol) £[Cys 29 ] j3 -T^o^ K (18-28) 2. 5 m 
g (1. 9/imo 1) £«r»£U 4°CT2 BMSl&$*fco ££t!7 
/HoyMc A4 4*7AT'»Il, HRP8!lftj8-7$B>f K 

(18-2 8) £#fc, 

(HMJ5] £tM©$J£ 

(1) JS-T 51 K(l -4 0) fc&ftbfcvS^tfttAfctOttfcfl 
©$!]& 

0-T^n^ K (1-4 0) «rfc«*©^**ftjiL» + ©8irt«lifcK 

zfU-hZj>fMtZtz&, 9*4 yyftft (I g G 

Itfh Hytflsftm SrlOO/xg/ml^tfO. lM^tM, p 
H9. 6$$£9 6 7x;W/f * xx-fv- \ \Z 1 0 0m lfo#£U 
4°C-e2 4^TOgUfc e y&Wffi£M'k&* (P 

BS> pH7. 4) -Cft^tfc©*), * < 
fc»2 5%7'n^x^ (SfrlL&ttfS) ££tfPBS£3 0 0/* 1 
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/1/C^y77-A [0. 1%BSA, 0. 1M NaCl, 1 mM M 
gCl 2 > 0. 0 5%CHAPS (3-[(37 5 K/nlf;V)^f/l/7 
y^-^]^P/^y^;v^^^) fc£tf0. l%NaN3££tfO. 0 2 
M!) ylifl, pH7. 0] 5 0 ju 1 , ^y7 7-A-Cf|5Lf;v 
-7*mj3-7S cr^ K (2 5-3 5) ftjfiitl OOM £*0;i 4 0 Ce 1 
6^KM$*fc, ftfC, R^w- MrPB S«^t7tCD*,, ±1511 
MM A (1) -C«tfc|3-Ga l^M/S-T^n^ K (1-4 0) 
(^y77-AT2 0 0f«) 1 0 0m 1 SrflP^trei B£££-£ 
fc B fcfcs ^^U- h^PB ST*i5fe^L7t^t>, @*B_htf>g£i5fffitt£4 
-^^^!7^-<y 7^y^-i3-D-^7>^ h^K (4-MUG) Srffl 
^T$!l£1-5fc#\ 2 0 Azg/ml(D4-MUGO^y7 7-A(fc^tC 
HAPS££3&V^ Ml 0 0 7 °CT 3 B^KJ&£tffc 0 

2MNa 2 C0 3 1 0 0 n 1 ^JP^S r t \Z J: »J #±£*fctf> 

jgHLfc4-^^^y^y ^^pySrM^v-h y-^- (7 

/V^n^df-^IL 9#^^Ath3R)SrffiV\ Ijgtl 3 5 5 n m s 
MM 4 6 0 nmTHfcLfc. 1 B] f^to ft&ltz8 

(2) j5-75 n-^ K (2 5 - 3 5) Lfcv^©Sif f©S 

0-7 :-u^ K ( 2 5- 3 5) 

txx-fv— h©#>?x;Hl/ < !y77-A5 0/il, ^$>77-A"?#$? 
Lfcv?*ft;j3-7^ P^f K (2 5 -3 5) ftjflif 5 0 /* K fc.fctf± 
4 (1) -CfEKLfcjS-Ga l«fifcft;/3-7Sn>f K (1-4 
0) (/<y7 7-Atl 0 Ofeftm 5 0 /i 1 fcJD*. 4 ICT 1 6 ft|R]& 



- 54 - 



WO 94/17197 



PCT7JP94/00089 



tt£4-MUG£^T|i31ilc$!|£LfCo £82 0} Kffito ft 

(3) K (1-16) S:ftftLfc-r5'^OKjtj»«t , ©ta:# 

v$r^ttj|L»it»oa#<iiSrfilT©*»fcJ:liajEtfc 0 ft-r**^* 

%BSA, 0. 4M N a C 1 v £<fclK2mM EDTAtr^trO. 0 
2Myy&Mfffi, P H 7 . 0] 5 0 /x 1, ^7 7 7-C-Cf^Lf;v 
!>^^i3-T5 K (1-16) ftlfc«5 0m 1 , fc v £t;±f5l!]!&0J 
4 (2) T?fls«LfcHRP8Kfcj8-7SnW K (1-1 6) {Ay? 
7-CT2 0 0 0MR) Sr*Pt4tTl 6^KSiS$*fc, fcfc, & 

^yW^-^^-ifg^i/^TA (KIRKEGAARD&PERRY LAB, INC, 

7ta vnftsuftv^) ioo^i 1 o#ibejs 

itiuai^ufco sje^iMyy^i ooju 1 &jn;tfc± 

4 5 0 nm©»J&$r:/l'- h!J-^- (MTP-32, aotai) T?8B 
£Lfc 0 *f*fc ($3 0) ic^to ft«Lfc7E©-7^^Ti:i}-7 

5 n-f K (1-16) K»t88#ICJi#«ftfeftfc. 

(4) |5-75o/f K (3 5-4 3) Srftft tfcv * ©ft 
M©iU/t 

±E^»J5 (3) ffi*©#ftK:f£oT, 0t^!>^>f Ay^p^y^ 
ftft&£W*P7V- K v|)^)5-7^^ K (3 5 -4 3) $L 
iLlAN £«J:tf±!E2iJfc0!|4 (3) Tf^«UfcHRP«Wbi8-T5o>r 
K (3 5- 4 3) y, v **ftjfi»*©£t#tt£ 
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(5) ]J-75o^K (18-28) £&gLfcv£*<pftj|iLjf 

±B3fe*«5 (3) BftO^fcfcftoT* i7^^/^o^!)y 
ftft&^^PTV-k T**ffij3-7$n>f K (1 8-2 8) ft 
eiV±EH*«4 (4) •e^MtfcHRPM^^-T5n^ 
K (18-2 8) &EJ&S*3£fcfcJ:»K t ?*ftjfiL?f<P OftflcffSr 

JfctfcftBv*ft#ffi&*Lfc^£*K:&LT2 0 0~3 0 0 m g<£&& 
If££Jl£&*0. 2 5-0. 3mllcM$«^t»0«rMAII«tt 

MLftfcffittU x s rvv*ty*/*.'<*m^ 5lSt, "f-^/VX- ?~ 
^•lytmWf^i (MEM) tc#ig£i2:, JPMtftl£$% 

o-vUfljaP 3-X63.Ag 8. Ul (P3U1) SrJBVVfc 
YVytX 4V vjfu/U tne;- 7^K ^Aypi?- 81, 1 
(1978)] o JMftR£-tt, [*>ff- + - % 256, 495 (1975)) 
Tfrfcofc, -tfcfe*,, flMMHJ&fcitfP 3U 1 Sr-tti^jfiLfflf*^ 
Utl>MEMT3£as£U MM t? 3Ul%L<Dikm*5 ' 1 fcfc 
S<fc 5il£LT, 8 0 OEHETfl 5 ^Mit^Srfir^o -THUS 
fc 0 ±«f«r3te£fcfc£Lfc«, itJRfc«<KCU 4 5°/o^!)xfi^y 
(PEG) 6 0 0 0 Fttl) £0. 3mlj)Dt 

3 7 < Ca*af«t»T?7^WMtTB^trff«;ofc. ®£tSfflte#ft 2 
m 1 OgJ^TMEMfcMU ^ffl 5ml ©MEM?rJDx.fct 6 0 0 
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M&tGtZGntTj *A (fnftfcfiH) (GIT-10% FCS) 
K? 3U1 ifi lm 1 Mi U 2 X 1 0 5 <@fwftSJ; 5{C#jSt, 2 4 5tv/i^ 
^r^yv'a (y y^nftli) IU!)iMmlfol2 0!)i;H:| 

atfc. $«3 7 o c-c5%^^f^^y^=."<-^-^-e^ 

^LfCo 2 4i$TOHAT (t^^fyfyixiO~ 4 M, 7^/7t 
V V4 X 1 0" 7 M> f- . 6X1 0-3M) fc^A/fcG I T - 1 0 
% FCS^i (HAT^«) £1 **/>Mi»J lmlfoiiDtSi «k 
KiU, HATaR«*«rWttUfc. HATI^ilt #*0flte3« 
6, 9 Bt*fcllH*«:lml»Tfc*>i, 1 m 1 OH AT%M*mMtZ> 

-CEfe^ti, Lfcfc* (Dlxi0 6 t^/ml), ±J»* 

n>f K (1-4 0) fcfcgg Lfcv !> * a*©'W "f U K-v 
©**y--y^©&I!0!li:LT, v^No.l (ft IBM) £/S 
^T#e>iifc3l£*«: Cft5B(a)] t^tfco Ztib^ftft2m&<D 
ssjyy K-vfclfcLfc (ft IS] o 



- 57 - 



94/17197 PCT/JP94/00089 

HI* 

ft$-7Z K (25-35)*J e kO J (l-40)*y ^n-^/l/iJiftOS^Mfe 









tt 1) 
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i» 
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+ BS-85 
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if 
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± 




+ 



1)100 nMOftfflOACMO)* JSAQ-28X j8A(25-35)]*<#asLfclS 
+ : . (B/B o )<0.50 
± : 0.50S(B/Bo)<0.90 
- : 0.90£(B/B o ) 

fcfc*U B :tit!l#«I^O!it^lcm^L^/9-GalTOk^A(l-40)fi 

B 0 :wgm?mQiiLmz&& itz 0<awMfcfik(i-mm 
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p-7% v4 K(2 5- 3 5) •«rajELfcv**Sfc«W:7y K-v 
©*^ y~-y>f<D&Mmb LX, ?!)XNo.8 ($2H£1) 

0-7$n>f K (1-1 6) BgLfcv^»/^^!j K— r 
©** y--y^©A§!#J£ LT-7?*No. 5 ($3SI#fiB) 
T#b*lfc36*Sr (315 0 (c) ] fciSLfc. Ctlfc t^fcl!5l!W 7 

0-7:- p-f K (3 5-4 3) ^MLf:-7-?xft|©A^yiJ K- 
v©** y-~y^©ftlJ0)J£ LT, (&4E9*ffi) £ 

i^^^'J K-vfc»*Lfc [&3*1 . /5-7^n^K ( 

18-28) fc&KLfc^***©/^ :/y K-^£** y-=y^ 
U W-9«»©/N^^y K-^fca&Lfc (SI 4 ^3 0 
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E J6 & 1) 



No. 


0AC1-4O) 


0AC1-28) 


jSACl-16) 
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1)100 nM©iftE[jSA(l-40)s /3A(l-28)> 0A(l-16)]jW¥«Ufcl# 
+ : (B/Bo)<0.50 
± : 0.50^(B/B o X0.80 
- ' : 0.80£(B/B o ) 

B 0 :&mmm®Vimz%& u^h r ?mmeka-wm 
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m& i) 



71) h~ T# 


#A(35-43) 


mEtt 






No. 










1 


+ 








2 










3 


+ 




IgA. /c 


BC-25 
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+ 




IgG3. k 


BC-35 
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+ 
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+ 
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1)500 ng/nl©j8A(35-43)**l*ttl00 0g/il©7/l/?>W^H**#K»lH1& 

+ : (B/BoXO.6 
± : 0.6£(B/Bo)<0.8 
- : 0.8£(B/Bo) 
fc£U B :fiWW"*©tt(*l=ll^b^:IBP«lllft/5A(35-43)* 
Bo : JOR*ffttO»©a#IC»*UfcHRPaiWkjSA(35-43)* 
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I4i 

ffijS-TSo'f K (18-2 8) *Jtv-i-Jlftto<Dm i & 



m& 1) 





/SAQ7-28) 


M18-28) 


0AC1-28) 
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No. 
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+ 
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+ 




BP-01 
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+ 
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+ 
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+ 
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+ 




BP-90 
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+ 
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+ 
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l)500ng/mlOi8A(17-28)s jSA(18-28)*5^ttl# g©£A(l-28)##£Lrt:£t 
+ : (B/BoXO.6 
±: 0.6£(B/Bo)<0.8 
-: 0.8£(B/Bo) 
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-y?'&s kt>t*l!b$*7;l>*jA>0. 5m 1£ 

Hl£fti£4£tifc-<?!7;* (BALB/C) ici~3 x l 0 6 ir;w/gn^ 

ffiMLtZo Wt>, I*6~2 0ml &£fi:tf>&£|8ffiiS ( 3 . 5M 
NaCK 0. 0 5%NaN 8 fc£frl. '5M^^, pH9. 0) 

of^y-A-7^n-7 (RepligenttiD *7A|;#U 
$lltttfftt (0. 0 5%N'aN 3 «r£tfO. lM*^y&ig«$, pH 
3. 0) t^ffiLfdo ^tb^fiPBS(I*fUT4°C, 2 0MS*ftfc© 
0. 2 2/im©7w > A'^-(5 » #7|tgQ £ J; |J L 4 °Cfc 

A-y WA/ y-^F7yt>f (EL I SA) fe<MTofc 0 t 
ftfc>*>, mW2 jug/mlSr^tfO. lMMIIIt, pH9. 6$tt&9 
6^i;W^^tjyi/-H:i 0 0julfo#&U 4 < CT2 4B^#: 
fit ±!B2Utfl5T»iB'«fc;frifc(CffcoT, *x*0jfc»©|S£fM|j[ 

se-TyperTM Sub-Isotyping Kit ^M*7? KftSf) £ffiV^5EL I S 

CHUM 7] KftttMftffflftjfe 
(l) M^S-E I A (toi) 

0-7? n>r K (1-40) *>3^tt/}-7 5 n^f K (2 5- 3 5) 
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(1) SfcliiiiS (2) Efcc^ftfciy*'*, M^fe-ElAic 
EV^ffi#«gfc LT, »ft©i&£ft#f^&;l«4 0%£*5 
ftftiS ($J3~1 5ng/ml)&ft£Lfc 0 JJEllM 5 15 

*>S^ttj3 -7 5; KSC^y^W h\ 1-fcfr*> /3 -T 5 n*f K (1 
-40) (KT, ft&M%&%Op-7$vJ K (1-40) ttBachem 
ttJ: yjBALfcfcO&ftJB) % j8 -7? n^f j? (1-2 8) (Peninsul 
• altiUjfA) &3lUP-7$us( K(2 5 - 3 5) C^y77-A»« 
5 0 ^ 1 N £cfcU:±fE3l»j4 (1) §2t£ -Ga l«BHfc0-7 3P 
K (1-4 0) (^y77-Atl 0 OffiMfrfc) * 5 0 jtt lj&Dt, 4 

°cxi 6i*iwsjts§*fco ej&ik pb s-?m&Lti<Dh®m±<D&m 

ffitt£±IEH»J5 (2) ffi«O*ft^J:t;S0^Lfc o [*13M 
iC^to ^-fft©ft#&/3-Ga Hift^-7§o/f K (1-4 0) 
fcE&U *fcjJ-7$n>TK (1-4 0) WIT &&Jfctt£# LT 

AMitX, )5-75n/f K (1-40) *>31*I40 -7$ n>f K 
(2 5 - 3 5) {Cftl-S^/^n-t/Hftfti: LT\ 
7 a '( I g G 2 a, k) &5WSBS-8 5 a ( I g G 1, k) fcJflV' 
fc#£©«£ifc-E I A0*&*fc [&6H) fcwUfc. BA-27a© 
j3-7^P^K (1-40) ®MA**>g>, (B/Bo ) =0. 5£ 
#*.5 0-7$n>r K (1-4 0) ^Stt> 2 0 0 nM, 40ng/wel 

itfc5:i»ofc. :oft#ii|J-75n^K (i-h) 

, /3-75n-fK (1-28) fittf/l-7$B>f K (25-35) 
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^^f-KKRJStSt;©©, 0-7 3n*f K (2 5 - 3 5) ©»^« 
5 ^CD-CfiteV^l i [$ 6B (a ) ) e B 

S-8 5a©|J-T5D/f K (25-3 5) 0»^«aK#1"5K*tt 
( (B/Bo ) =0. 5%4z.Z&im&& = 20nM, lng/well) 
tt, j3-7S K (1-4 0) fc%tZKJfc& ( (B/B„ ) =0. 
5 : 8 0 0 nM, 1 6 0 n g /wel 1) <D 4 0{gT*&3 

zt&ftfrvtt mem (b) ) . 

(2) tt^fe-EIA (*02) 

ft|3-7^ P-T K (1-16) Q-^/ugtfcOK&tfJlttfclfil 

««5 (3) ffi*©*fe{!lj;yf|^ ^-afe-E I A(CfflV»5Si^^^ 
iU, M#©&£A#f&M£i:<Z>^4 0 % t ft 5 (*&3 
0~50ng/ml) trftJEUfc. 'ft-r 9 *W A y ^ n 7 JJ yffi 

tc$ifr®m5 0/<K jS-T^n^f K*>*Wij3-7$ n>f Kgfcfr^T'* 
A h\ 1-ftfr*>/3-7 5nW K (1-4 0) , ^-7?n^K (1-2 
8) , CCys 17 ]^-7^ a>r K (1-16) 0^y7r-C#«5 0M, 
££UU:iBli»J4 (2) B«HRP*«ftj5-7 5 K (1-1 6) 
(^y77-Ct2 0 0 0f«) £5 0 1 #P;t, 4 t^T? 1 6 #|«KJ& 
£tffc 0 PBST»ft^Ufc©%ltt±«>»*iSttt±|B3lllfcf| 

5 o) m®<D%mc£vmfeLiz 6 jgm^r c«2*] ic*-*-. 

(1-40) ifcJtttWBKRfcU $bfc*©fUlrfcfca&Lfc* 



- 65 - 




1. 



t 



WO 94/17197 



PCT/JP94/00089 



Ttt, W^.tfj3-7 5n>r K*fctt*©|U»#l:|R«i-«#, E?fl#* : 
oY K (1-2 8) T?£3*l3 0-7$n.< K©N*fl|©»^^K) 

(i) @B?iJ#^: 8£«fcl/g2?iJ#-^ : 9 7 5 / KEfllfc*+ 
Stta^T^K (tfcfefc* 0-75*^ K (2 5-3 5) J;t/J3-T 
5n^K (35-43) ) fcRBLfcV^ft, 

(ii) iB^iJ##: 8T»**it5r$y»EJitlrl-«»^^K.(t 
fcfcfc, P-T^vj K (2 5-3 5) ) trtom+Stiifts i l J^*t 
<{*Sfi»^: 8?£3*l57 5>'»E£J£Wt5*l5#'<7 , f-K (tfc 
fc*>* 0-7 5 K (2 5 -3 5) ) EM* : 9t* 
%£ti%7 5 /»EWt*-r«»^^f-K (tfcfcfc* 0-7 5 P-f 
F (3 5-4 3) ) SrRttLfcl^tfls 

(iii) E?iJ#*: 9T?*Sil57$/»E?!ISr*1-5lR^^f , K ( 
1-fcfrt>, j3-75n-YK (3 5- 4 3) ) SrBEtSttft, «fcU#£ 
L < teI2?ij#-^ : 8-e^$il5T5/^iB^J^^1-5lf|5^7 P 5 l K (f 
ftt>t», /J-7 5p<< K (25-35) ) SrMLftV^ EWt : 

n-fK (3 5 -4 3) ) fc»a*affi#fc£##*Ll*. 

±E (i) ©fctft^T*^ E7U#*: 1-C3c£ft57 5 /$SE?iJ£ 
tt^^-7^D^ K (1-38) , Efl#*:-2t!*;S*i«7$/K 
EWSr*-f-5/J-7 5o^ K (1-3 9) fcitf (Sfcft) 8B?iJ#-5§- : 
3T?£S*lS7$ /^SB^lJ^t 1"S/3 -75 K (1-4 0) 
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?iJ^tt5i3-T? K (1-38) , IS?lJ#^: 2T'^$ft575: 

y^sa^j^irt5i5-T^n-r k (1-3 9) , mm%%-- 3?mi$h 

&7^;mU&\Z%1rZ> j3-7 5 D>f K (1-40) , SH?iJ#^- : 5T 
S*il575/KE5lJ*lr1-5/J-r5'n>f-K (1-42) SrB«t5 

±IB (ii) E8l#f-: lT^£;h,S7S./$ 

E59tr#1-5jJ-T§B^K (1-3 8) /E?0** : 2-?$t£tiZT 

$;mmi*Gtz>p-7$uj k (1-3 9) , ■ 3t*^$ 

^57^y^ia?iJlr^t^/S-75n^ K (1-40) fcitf (Sfctt) 
IB?iJ## : 5X+mZtl57$./mmm%$?Z>p-7$uy[ K (1-4 
2) fctffc**i-SJfcfr##*LV> g 

$ biC, ±ffi (iii) ©tfcft TW>><{ ^-#fB#©JB$r 

MttttiWi^*ti3/3-7 5P-f K @2£iJ#^ : 5 Tic £ ft 5 

T5y»EJIt#1-*p-r$n^ K (1-4 2) ) &*Hc»«1-5Si 

|3-75n^ K (1-4 2) SHBHtStf, Efll#* : lT*Stl57 
5y^iH?iJ^^1-S/5-7 5D^ K (1-3 8) % E^J#-^ : 2T^£ 
tl57^y^SB^J?r^1-5/3-7 5 K (1-3 9) 8 *t/E7!l#3- : 
3-e^$HS7^yKE^JSr^"t5 0-75 n>f K (1-4 0) frftft 

±12 (i) ©fci#©tt^0!Ji LTtt, BA-2 7 a $ *l * * y 

*n-« JvHfifo&Sfcy, _kfE (ii) ©ffi#©ttS« LTte, BS-8 
5 a-C^$tl5^-y 9u—ffl'fom*hV. ±15 (iii) ©&ft©tt 
^09£LTtt, BC-05a, BC-15a* BC-65 a> BC-7 
5a, BC-55a (#{!!, BC-0 5 U^) Tg&^SftS^ 
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7T^£ft575/tE?iJ£ttS$#'<7 ,, :fK (0-7SP 
(1-2 8) ) (*fctt) E0!#*: 10"e**ftS7 5/ 

BEPJfcfftSft^/f'K (1-16) ) fcBB* 

/^p-^ftfltfSfljV^jT,, A^K)(C|iBAN-5 0 a, BAN 

- 0 5 2 a, BAN- 11a, B AN — 3 0a, B AN— 2 0 a , BA 
N-4 0 aXM*Zh%*/*v~i~fr$i#ttb*&tbZ&, ^flBAN 

- 0 5 2 a SfcttBAN-5 0 a ?m*ZtlZ*/ 9 P— 7VH&ift## 

^ btc. #3&53fcfett3j3-7S p-f K4fcri*©Hi»#ol»iC>«o 

E^J#-§- : 7 -0* £ Jt,5 7 3 / BEEI 3 7^ K ft B«*T , 
IB?iJ#^: 1 2T^$tl57^yMia^Jft^t5^^7 p ^KftMt 
5i 0-7 5 pW K4fcWt*o|U»#R:«r*WK:KJSr 

ftfrOfti^fc, 1 : 6T?£S*l57 5/ttE5!l 

^f>mi#S-l 6#g<D7^y^gB?iJ*fc«^l#g~l 7#g©7 

6#i07?/^E?iJ (Eai##: 1 1£>7 5/ME?IJ) £fc 
tt#l#B~l 7#B©7$/KEai#&*0Lfc7 5/|IE?iJ (@3^iJ# 
*: 12©7^y^E?iJ) «r*t5^^K«r»K*«rt-5tt##»* 
LV\, ^ttltttCte, BP-Ola, BP-02a, BP-0 3atfctt 
BP- 9 0 aTSI^SiiS^y ^ p— f^frfeif3iJ^v^6*i5„ £ft 
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b*/ ?v-i-frfcfc<D?h, BP- 0 3 afeJ;i;BP-9 0 a teB3?"J 
a 

(1) ftHofim 

S) o 

WiP -7 5 o^f K£M#$LT#feft3$#^7^ K£ LTtt, #l 
*ffge*iJ##: §X%1$M7X jmtm^t* V -7 K (1 
-4 3) ft if £7 s: ;^^fy-W;^^^7f^-f*if©i 

^y7PT7-^lciiJN«^ e t^ C*«A»e>HU5cJB*^ 
^LT#tn?»^^^7^ K*fctt*ftfe©il£1&, *>Sl>ttjS -75 
n>f K (1-4 3) ^l*©xy K^7^-tf fci yjQ*£*LT# 

-C/3-7 5P-C K (1-4 2) £ffc»Lfc*<&, jS -7 5 a>T 
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K (1-4 1) ftXTf (Sfctt) p-7$P^K (1-4 3) &m&L 
*«{ K#ISC£ra-©*lf:tt$fc0*\ jS-T^n^ K (1-4 3) 

a>t> ft tf>® Bf^r ^ y m&m t m-vr %/ mun* 1 s*> 5 ^ 

K^O*fti LTte, WttfB. Merrifield (S^— tvV * 
7 7*V*y ^Stf/W yt^fiT^ (J. Am. Chem. Soc.) ,85. 
2149 Cl 963) ^ „ M. BodanszkyfccfctfM. A. Ondetti [^7°^ K 
—i/Z. (Peptide Synthesis) , Interscience Publishers, New York, 
1966¥) * SchroderfcitfLubke [If ^7"^ K (The Peptide) , Acad 
emic Press, New York, 1965^3 , Mmm&fo (^F^OHi 

&lk, ftHs 1985*0 , fcAfeWfcitMJStft* (tftlliili, 

*W**R©fl:¥lV, 205, 1977« ftif#fflV>fcii5 B flfctf, 

if) «>^Tix^oWlt Sr^V^ % Kfc5VMt/3-7^P^ KM 

«^-<7 , ^K^c^M^e)^75y^^t&^ : s§oTJi^^-r 
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#8W©W*iii*fcfcv^ r^yiMPSr»^-e**i-5#^ iupac- 

IUB Commision on Biochemical Nomenclature It J; Sft-f-fcSVfiSK 



P AM " 




B o c 


: t -y^^-^f'>*;i'#=/i' 


C l -z 




B r -Z 


: 2 -•?u*-'<vy>i>jr**/j] 


B z l 


: -<y^ 


0 c H e x 




OB z l 


: ^l/V-tVzL^T-tX, 


T o s 


: p - f;nyx^*^ 


HOB t 


: 1 -'O;/ 


Me B z l 




Bom 




DCC 


: N, N ' n^dri/yV^/l/JJ?^^ ^ K 


G l y 


: ^'J ixy 


A l a 
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Va 1 


: y 


Leu 




I 1 e 




S e r 


: t!)y 


T h r 


: 7* u$-~y 


C y s 


: i/^T^y 


Me t 


: tf-Jr-y 


G 1 u 


: 7>\>$ ^ y$ 


Asp 


: T^^y^yfk 


L y s 


: U i? y 

y \r 


A r p 






: h X *f- > 


P h p 
r li c 


• x -J- * — / *^ / y ^ 


T v r 




Trp 




P r o 




A s n 


: T^^^^y 


G 1 n 


: % y o 
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-2, 4-^4 y^7*-h*£©^y$/7*-1*fl:£«K f-^-A- 
» Ri6ft««i-5 N, N'-o-7i-l/y^-7K ^ Kft £<D W ? 

7^ySt*^*'>/i'StSr*ai1-5*^#^? Kfc&^ft 

^r^scmk*!) ^imsffitts^f^K* s 

At, ffi#££J&$lt5;: 
(2) */*n-^/uft#©f|s« 
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fr2~l OM*ff*>*L3 0 fiJfiL»$£ LTtts tfUtffvK 

wyF, v?*, 7?k ty*;, t^f, =r7MJfc*r#& 
»fttt©2^5 B!ifc*»*fctty *^e>ic^**L5 

fii#M»ia*ttt«l|jfii»'&**5ItfcJ:y, i^-7;n^ K 

;^^/fy©*S C^W^^r- (Nature) , 256, 495 (197 
5) 3 fcfcv^lTCS5. B^iEiiSJi tttt, #!)ifuy^!j3- 
(PEG) **>P4$4/UXt£Z#mff btlZtf, &&L<\t?E 
G4^#ffiV>6>*i5 0 IHMttJISt LTfifcifctfNS-l, P3U1, 
SP2/0, AP- lfcifflSfctf btlS^ P 3U 1 fei?#&*L<JB 

* L^itm*. at 1 : 1 ~ 2 0 : 1 ggT'fc »J , PEG (0* L < fi 
PEG1 0 0 0-PEG6 00 0) * 1 0-8 0%UM<Dm^mM^ 
fls i&n 2 0 ~ 4 0 t\ t < fi 3 0 ~ 3 7 °CT*iI?jt 1 ~ 1 0 £|HK 
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K^/^n-^tfcfcflaflk W«ft®tHAT (tm>f>, 7 

(flU RPMI 1 6 4 0) TfffrilS. ^4 70 K~? 
«*±»©*iMtt, ±IEO0ilfo.fit*tf)J5i|3-7 5 n^f K0i#ffO$J£ 

£ % 7^=-^a:jRjfe, ^m^«&, m«*»fe % -T^y^ttft (flu 

DEAE) laSMfit, 0tra^@+Bfe§ 

V^i 7 o t 4 V A h 5 ^ ft 7 p r 4 y G ft £ fC i U 
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BAN-0 5 2 aTH^^5 ; e/^-t^ BAN-50 

fcfctt, *ft*ft/3-7Sn>r K0NSHIU C»H8 
#^7^K*#ftl$fc1&**S£ fc#T?£3©TN ®&$t>©/3-7S 

(1) **WO^-T5n>r K*fc«*©fl*#lC#-J-5R#i, ItEtt 

(2) fi#±K^*flsLfcj5-7 5nW K*fctt*©II*#fc*rt-3tt 
ft, *flMfc§*Lfcj9-7 5 K*fctt*©»*#fc#1-Sttft<B*tf 

ox, fi#±K:^»ftLfcp-7 5P'r vttz&zvffimmmtztt 

#03 J: Cfff tt^b $ tit P -7 5 n ^ K * fc tt* Oil#t>Pft Sftft © 
(3-7 5 o-Y K*fc«^©^#ft©CM©^^^f- KfcftJl 

tl57 5y»E?0SrW'r*»^^K (fftfr*>> /3-7^n^K 

(1-2 8) ) fcitf (Sfctt) SE?iJ#^ : 1 0-C^£;ii37$/mBB 
?iJ£*"f5$#^:^K (f4t>*i, |3-75n^ K (1-16) ) fc 
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vttz\t^(Dmm^(Dcmmom-<^^mm^K^t^z. tz 

®®htZtiiW*tz}*mPm% : 7*>L<»E?lJ## : 10l?^$tl5 

^KIC#^^lc^t5Ci^#ti:t^^^BA-2 7a> BS 
-8 5 a£fcf4BC-0 5 a T*fi^ £ tl 3 / * n-7/H5t#-C& »J % 
I5?|J##: 7«£ftS7 5/@£Sa?iJ£Wt5g^7'^R (-T&fc^ 
^-T^p^K (1-28) ) fcitf (Sfcft) ia?ij#^: 10t^$ 

(1-16) ) ^M-f-Sm^^BAN-O 5 2 a tfcfiB AN- 5 0 

£tft^BP-9 0 a-C^^§tl5^/^n-7^5t#Tfe5 0 
±!E©£*ft (2) ©tfCt, WIC 

5 K*fett*OIIIS*l^t5tfift©-^BA - 2 7 at? 
^SftS^/^n — t/HltflfCfcU, W^BAN- 0 5 2 a 
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BAN- 5 0 a-V9w£tlZ>*/ #u—i-A>$Z#Vb 1 )* 5 p >T 

0-7 5 n>f K*fc»4*©l|**fc»1-* 0t«:©-*#B S - 8 5 a T* 
*n-^/i/ffift;-efc»K TOBAN-0 5 2 a*fcl4 
BAN- 5 0 a-C&^SftS*/ f-^afl^fc »J, ^-75 
F#SJMW: Is EH#* : 2, E8I#9 : 3 * fcf*gB?iJ##- : 5T 
«SJi57 5 y »E?"J&W1-5^^ *>.5V>tt 

#B C-0 5 a "?fc;5*£*l3*y' *n — f/Hftft"? & »J , flb£#B AN 
-0 5 2 a £fc{*B AN-5 0 a 3* & il 3 ^ / * o-^ffifc-Cfc 
Us j8-7$P'f K#Efll#*: 5**$;h,$7 5/*Efllfc*f+«'< 

±iB©&*& (3) #K 

H^o^ Kfc#i-«0tfr©-*aSB P-9 0 a-etl^SilS*/^ 
n— ^/uttft-e&y x WBAN-0 5 2 a SfcttBAN- 5 OaT 

0-7 5 p^ K*fctt*©f|$ 

SrW-tS^^f-K, @H?iJ#-§-: 5 T^StlS 7 5 y •E50t*1-S^7 p 
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o— #-A'tt#-C*)»J, 7 a, BS-8 5 atitltBC- 

o 5 aTJS^sns^/^o-^viitfic-e&t;, /?-r^ o^r K*fc» 

*0ft*fl;tf E8I#* : l~E?iJ##: 6T*§*i573 yBEflfrfc 
&1#S~1 6#B©7Sy«E?lJ$fctt£l#B~l 7#@<D7?/ 
*EW#fc*] Lfc7 5; / l*E7ll«rff1'*'<7?- KT? IT 

F (a b') 2 , Fa b'fcSWiF a b iffcfflV^T i V\ 

^-7 5o/f Ki) icttJ&Lfcttfc, SiJS^L 
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£fc if ^ v - 7 if ^ y * r 1 x* # 5 c 

2*RjmplB*tefT*oTfcJ^U*in&-r LTfrfcoT t* *v\, ft 

Sl±**5#©BW'?2tiSJ(£l±©0iE#oa^*«r«v^Tt>J:v\ 

2J5cSJt&{J:ffiV^iiSei/5 -7 5 h'tt&bti P -7 $ u 
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fCtt, 0 - 7 5 p ^ K (1-40) *f6ajRitTfP«Ufc*/^o 
-t^flc»H, 0— 75P-YK. (1 — 28) iSj6RJ6Lftv^tfc# 

^1-5/5-^7^ h^^-^a«ft/3-7?nW K (1-40) 
V^*^fe«)#*ftft»3tifefci5V^T, (1-28) £ 

*HfiJSLft*»ofcas, 0-73 n>fK (1-4 0) tKl&Lfc (B/ 
B 0 =0. 5 £4x.5£iJj!(3i& : 2 0 0~2 5 0 nM, 40~50ng 
/well) o SfcK, «1"5^-T^o^ K (1-16) Zft&mth 
TffcKLfc 0-7.5 *4 K©N*«0»£'<:/f- KfcWM" * p 
-t«OH, ENCBAN-5 0 aSfcttBAN-0 5 2 a 

yffiJ8gfcffl£T?#3w*#Hba»£fcofc (fttttM. 0. 2pg/« 
ell) 0 tfcfr*>, hVj'f'ftWftMftttfcaLfciJ 
-7 5 n>f K(DC«tt!lOgl5^7 4 5 1 K(C^m6tl^SJC£;t'S ; E-/^ 
/Wlliat, 0 - 7 5 p K (1-4 0) fcgjfcU 0-7 
5oWK (1-2 8) i 14^*; ^ 

v^ftSfls, ^ftbwftftft&f 6 Lfc 0 -75 o-f K (1-4 0) fc*fr 

*fc, *»Mof->K>ry^ftaa3tifeK:«v^feii5^-7$p>f K 
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tt, 0-r$n>fK (2 5 - 3 5) Sr^SBJK t LTftSf LtztimWM 
*5SSfl|4Ufco wft&Otrtfttt, tlt5j3~^7^ h^^-^a 

•fls/j-r^n^K (i-40) zM^zM&mtoBmf&mmfemzft 

V^T, K (25-35) bBLJ&L (B/B. =0. 5 

:20nM, lng/well) „ 0 - 7 5 n^f K (1-40) 
i fcEJfctfc (B/B 0 =0.5 fc-S-JtSfifclSUftg : 8 0 0 nM, 1 6 
Ong/well) . Sfcfc, ±JfcLfcBAN-5 0 a SfcftB AN- 0 5 

Pg/well) „ -ffcfr*>, **WOt^hMy^fe»*ftft»3etfefciS 

/^a-^J(tfti LT, j8 - 7 5 o >f K (2 5- 3 5) (CfttS*/ 
^n-^iJMttSfrafc^&ftSas, rti^ftftte&f J3 -7 
*n«f K (1-4 0) fcHS«»ttT?a>«**ttftv^ COi5*St#i 
LT. fljtff, BS-8 5 a#»*^fcfflV^feJii 0 

tefts BS-85aiBAN-50 a i>5 V»iiB AN- 0 5 2 aiS: 
HWtfet>N^fl &5l*ttBA-2 7 a i BAN- 5 0 a 
&5VM4BAN- 0 5 2 a k Zm&&t>#tzV> fM y f"8;ICfcV^ 
p-TXuJF (1-2 8) £©£lt&£ttf*Efcf>ftfcj&»ofc 0 

Ttt, /5-7^p^ K (3 5-4 3) tTf^M Lfc0t*## 
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-vmmtP-T^uj k (35-43) *%^z>m&&<om%&m 

^ftlCfc^T, ib^fe (^-^/l^^W^n^/i^** hi) 
2 6 7#, 1 7 0 8 2- 1 7 0 8 6^-i?, 1 9 8 8^) |£J;»J7 
/vyW^-M#»£>i4tiJLfcj3 -7 5 n>f KM^ (^^ttttl^i) 

(1-4 0) HiR]Stt£^$ft^ofc 0 rtl£o£tft£BAN-5 0 
a ti^btfcfyM y^&lifflW ±^LfcT^^/N^v 
-«IM^iiajM©^-7^'f Kfcffi«gfcfcffiU J3-T 
^NK (1-4 0) \Z<>^Xtt&<mL%^Zbmfrbt£v1l 0 

tt, tft#»£>/3-7 5 n>f K (1-4 2) #»«C#*^7»«>5 

§o>f K (3-42) )3-75n/fK (2-42) s j3 - 7 5n>f 
K (4-4 2) SrttCftil-^NflS^^Hft^bfc^S^tf^i 

75n>fH (1-16) S:*ftlKttT^«tfca:###ai^V^n 

!Lf: 0 rtlb^^ftOjS -7 5 K (1-4 0) l:»t55«tt?: 
«JEt5^-^^^-^««{kj5-7^n^ K (1-16) fcfflV^ 
jR^&Hi'JW^fciw*, 4 8Soaw^-7 5B^ K (1-4 0) 
fcA#*EJ&ttfc*rLTV*fc (B/Bo =0. 5 : 2 

5-70nM, 5-1 5 n g/well) . £*>{C> ^fte^ftft^U-y K 

&mh±>tltz 0 -ttttolbs ; t^D-t«BAN-0 5 2 a W 
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3«& (B AN-1 1 a, BAN -20a, BAN -30a) (Dffifct 

(1-16) ^ / ^-t;«»t^< l 6 
fmtfc. ^-^^-*aiftp-7 5P>f K (1-16) 

-T5n^K (1-4 0) fcft#*EjfcttfcffLT^fc#, *©ft**T? 
t»#l:BAN-5 0 a^ffifeTilSJRSOf-V K>T y ^-SJgajfc-**.* 

(1-16) fc*H*5JS:i|c*ft««Jlttt<5#, tffcB 
AN-50a^iU!BAN-0 5 2 a tfgftlCA V* *>ft5 0 

IB?IJ#^ : 1 2-ele£tl5/3-7^n^ K (18-2 8) £&gJI£ L 

&+Z'^7V K-vfc9«MMRLfc. BP-0 1, BP 

-02, BP-03, BP-9 0©4oOM^!J K~7^£>E££*i 
5^/^P-t;V^BP-0 1a, BP-02a s BP-03a, B 
P - 9 0 a #»aT*fe»J, B P - 0 3 a*UtfB P- 9 0 a «E?!l#-§- : 
1 1 0 - 7 5 n>f K (17-28) £ tE^tS £ £ 

5, lilfe*/^o-^tt#oftjft»-et;» #KBP-9 0aiP»lT? 
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■kMWtttm (B) i£#fSf£L (B/F#») , B»iVFVN-fn^O« 
^i;7yt^f] (»Rth, BH*Q4 9^Hff) % Ail %JB rgg? 

(*2JS) (e^»k, BSfqs , mmft^m 
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r#*fc«»£fej (»3JK) (mR, BS5FP6 2^Hfir) % riieth 
ods in ENZYMOLOGYJ Vol. 70 (Immuno chemical Techniques (Part A)) , 
IrI# Vol. 73 (Immunochemical Techniques (Part B)) , Hi! Vol. 74 

(Immunochemical Techniques (Part 0) , IHH Vol. 84 (Immunochemi 
cal Techniques (Part D : Se 1 e c t e d Immunoassays)) , IW1H Vol. 92 (Im 
munochemical Techniques (Part E:Monoclonal Antibodies and General 

Immunoassay Methods)) > |r)# Vol. 121 (Immunochemical Technique 
s (Part HHybridoma Technology and Monoclonal Antibodies)) (#.±, 
rtfr^*:/^^*?) Lfc^oT, ;*:&gl!(0tyK 

Bliii®ffi¥&K!ti 

IlBtt; j3-7$n-Y K (1-4 0) 
0-Ga l«*flsP-7^P>f K (1-4 0) fcJBV^TIMfc**** 

to 

/3-T5n^ K (2 5 - 3 5) Lfcv 
*0-G.a m*fl2/J-T5n<< K (1-40) fcfflV^TW^fcfi**: 

%zmtz, ^-r^'f k (i-i 6) fcft«UT^os#«i 

HRPiaf^-7^ K (1-1 6) tr«V*TP^fc**.lr>j*1-. 

j3-T ^ K (3 5 -4 3) Srfc&Lfcv 
&HRP«MMt/3-7$ K (3 5-4 3) fcJflV^TiMfclS*** 
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"To 

5*1% (a) ttj3-7 5 K (1-4 0) *ft«Ufcv^^ftfflv^fc 
*£\ (b) Iij5-T5n^ K (2 5 - 3 5) £&&Lfc-v ?*SrfflV 

(c) ttj8-7SP«fK (1-16) 
fc»£\ fc-ttf (d) K (3 5 -4 3) SrftftUfcvi? 

j8-7^n^ K (1-40) ^JKi UTffil tfc*/ 
W*BA-2 7 a ©j3-7S n-f K (1-40) (-0-) , 
0-7 ^ o^f K (1-2 8) (-A-) , 0-7 $ P-f K (1-16) 
(-0-) , /3-7^p^K (2 5 -3 5) (-□-) , ft£Xfp-7$ 
K (3 5 -4 3) (-A-) IC2Tf 5£/&tt£j3-Ga lgttfcjS 
-7$ p>T K (1-4 0) £fflV*5jR£8s-E I A-CW^fcjg***^ 
HHK, S6EI (b) ttj5-7$n-r K (2 5 - 3 5) SrftgilirLT 
f^lH 1 1t* J >> o — TvvffiftB S - 8 5 a ©E&ftfc j8 — G a 1 gflMb 
0-7 5*4 K (1-4 0) SrfflV^S3K-&ft-E I A-CIB^fcte**^ 

to 

H7EI (a) ifccttf (b) tt, **l€*L/5-75o>r K (1-16) 
*%mUt LTffcffif Lfc^E-y ^ p - t^SftBAN- 0 5 2 a££tfB 
AN -5 0 a©j3-7?P>f K (1-4 0) (-□-) , 0-7 5 n^f K 

(1-28) (-A-) > fe v ctrjj3-7 5P-T K (1- 1 6) (-0-) 
fcft*5EJettfcHRP«HHfc0-7$n>f K (1-1 6) Srfflv^jR 

n"&- E I AHm-<it^^^to 

%8m&, BAN-0 5 2 a (-0-) > BAN- 1 1 a (.-0-) , 
BAN- 2 0 a (-A-) , BAN— 3 0a (-□-) fcctt/BAN- 
50a (-□-) O/i-r^D^K (1-40) fc*H-3EJ£tt*HR 
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PmVkfcp-T 5 K (1-16) *JBV*S||#8s-E I ATffJ^/c: 

a? 9 mimm&mftt ltb s - 8 5 a -hr p mm 

Wt LTB AN-0 5 2 a (-0-) , BAN- 1 1 a (-V-) , B 
AN-20a (-A-) *fc»BAN-30a (-□-) Zft^lffV 
K>T yf-E I AVfi-TK P-T K (1-4 0) ©^ipft^^^to 

^10@l^ S$^li§il5#i&i: LTB A- 2 7 a— HRP£r^V\ @*i 
ffl^Lffi ltBAN-0 5 2 a (-0-) s BAN - 1 1 a (-V-) , 
BAN- 2 0a (-A-) £fc&BAN-3 0a (-□-) %ffll^cf- 
y y^-E I AC9j8-7$ K (1-4 0) O^Mi§££*1-. 

Hi lBtt, HiMMfti: LTBAN-0 5 2 a-HRP£fflV\ 
@fBTO#£ LTB A- 2 7 a (-O-) Jfc(iBS-85a (-0-) 
SrfflWcf-^ FV y^-E I Ac0)3-r^n^ K (1-4 0) OMftiH 

Hi 2mi±, WMW^MW-t LTB AN— 0 5 2 a-HRP (-0-) 
&3VMSBA-2 7 a-HRP (-□-) £fflV\ S^BfflirCffci: LTB 
AN- 0 5 2 a Srffil^f-^F-l' y^-E I AO (S-T^P'f K (1-4 

o) <omm&m&&to 

Hi 3m\t, mmmWittftl: LTB S-8 5 a-HRP^l^, @$ 
Rtiifcb LTBAN-0 5 2 a (-0, 0-) 5 VMiB AN- 5 0 a 
(-A, A-) ^M^tz^yY^ y^-E I AO/3-7* n^f K (1-40) 
(-0, A-) &5W2j3-7^ u4 F (1-2 8) (-0, A-) O 

Hl4H]te, ^^^^i LTBA-2 7 a -HRP£/|V\ @*B 
fflftfti: LTBAN-0 5 2 a (-0, 0-) fe5V^BAN-50a 
(-A, A-) £/SWcf-y F-T yf-E I AO $-7$ n-T K (1-4 
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0) (-0, A-) fc5^tt^-7^n^K (1-28) (-0, A-) 

%\ 5m\$. LT (a) BS-8.5 a-HRP (b) 

BA-27a-HRP, hZW* (c) B C - 0 5 a -HR P £fflV\ 
WttRtt&b LTBAN-5 0 a yffe-EI A©, 

0-7* n>f K (1-38) (-0-) % 0-7 5 n>f H (1-39) 

(-A-) , /i-T5n^K (1-40) (-□-) , i5-r5P^K 

(1-4 2) (-0-) > fe^V^t/S-T^n^ K (1-2 8) (-□ 
-) co^tp*j^Sr^-r o 

in 6 0tt, 7/uSWv-^BtJWSi$ c P©0-7SP.'f K©$ 
«-HPLCfcJ:S*ttlB£©*«&ttfc, LT (a) 

BS-85a-HRP, (b) B A- 2 7 a -HR P 

LTB AN— 5 0a SrffiV^f-^ K>f y^-E I AKioTii^fc 

HI 7 0tt\ 7*3'/W^-JBMftJfe/}-7 5n4 (^rtl 
fc^iiafcJ: Ufcofc, IftHP LCfcJ: »J£ML 

fc^^t (i^fi=2 10nm) „ 

Ml 80(4, 7*;y/W^-*A#J»fc*jJ-7$n,f KH£ (»& 
Ififfitt) ©HI 7©igfc-HPLC0jgtblI£© (a) No. 35, (b) 
No.4 lfcitf (c) No. 4 3 ©»*##?*•-<* hfl'tew'to 

^190rt, 7^y^>f •r-^JMfJKft*^ -7 5 n>f KH£ 
tittltt) ©HI 7©$*|-HPLC$$ffi®#k:oV%T, 
LT, (a) B S- 8 5 a -HRP, ( b ) B A- 2 7 a -HR Pfc <fc 
tf(c) BC-05 a-HRP£fflV\ 0Mft#£LTBAN-5O 
a Sr^v^fc^y yf-E I Ate £oT£*Lfc<£*&j3*to 
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•mm 

(1) p-7$v4 K (1-40) <DM& 

TtjjE©Boc-Val-OCH2-PAM«rj|(7^9'1' K 'UtisxTAZftW 0. 
71 g (0. 5 yt\ ^fK^«CT^7^fK^t 

^*FAXttJ^*430A);MI^L*jfclxfc. «Mt±©BocS&5 0% 

07 5/gfc£2$ y^flBoc-Gly, Boc-Val, Boc-Met, Boc-Leu, B 
oc-I le, Boc-Al a, Boc-Lys (Cl-Z) , Boc-Asn, Boc-Asp (OcHex) , Boc-GU 
(OcHex), Boc-Pbe, Boc-Gln, Boc-Hi s (Bom) , Boc-Tyr (Br-Z) , Boc-Ser 
(Bil), Boc-Arg(Tos) £j8-75n^K (1-4 0) ©T^/HEBBi 
»JfcHOBt/DCC"effittfttT*^L, #«0-75n^K (l-4 0)-0C 
H 2 -PAM$fll2. 7 0g£#fc e :o«ijJ-7^B>f K (l-4 0)-0C 
H 2 -PAMtffli 0 . 5 6 gfrp-^V/-A^?#T***ft**l Oml T* 

or, 6o#ra*&sufcg, #ft**i»Hii»iiix-y/no 

5 0%-gF»2k"Cifci*Ufc„ fti**££fcHi\ 2~3mll:gJE 

MU 5 0%-@^M*T^«Lfcir777 f s/^^G- 2 5©#7A 
(2.0x85ci) fcttU RJ&iTeRHLfc. £gK#£*«>&J£f£*£ t 
JiafeO»*JWl 5 0mg£#fc o ^nir2 0%-7-fe h=. h y 

(o. i%vvyfr**mm$%) 5 0mii:»gu fl*ire**L 

fcLiChroprep RP-1 8*7A (4. 1 X 10cm) KL-ftU 2 0 %~ 7 0 
%*t©7t >= h Vfr7k®M (0. l%MJ7yi/^-pft»^)©E 
»S«S4|iB»tt!bfc. ±SH^S:««>ffgLiChioprep RP-18* 
7A (2. 6 X 6cm) fcttU 0%~ 5 0%tV<D7± h=-hV frfofeffi. 
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Gly 6.85(6), Ala 3.44(3), Val 5.68(6), Leu 2.00(2), He 1.39(2), 
Met 0.89(1), Phe 3.21(3), Ser 1.89(2), Asp 4.35(4), Gin 4.52(4) 

, Lys 2.05(2), His 2.86(3), Arg 1.10(1), Tyr 0.97(1) 

£fi£*ffcJ:3(ll+H)+ 4 3 2 8. 0 5 

HPLC*tW*m 2 2. 8^ 

: Wakosil- 5 C 1 8 HG ( 4 . 6 X 1 0 0 mm) 

BM (0. l%-YV'7;i'*vmm$%7±h-hl)Ji') 
Srffiv^AjS^f>B*^E«S!M^E*ff (5 0#) 
% 1:1.0 ml /#„ 
(2) [Cys 17 ] jS-7:- K (1- 1 6) 0$B£ 
HJE^Boc-Cys(MeBzl)-OCH 2 -PAM^jil(77 P 7-r K ^t^rAX 
tt») 0. 75 g (0. 5$!)**) «rffiv\ '<r^K^^(77 9 7 
«f K /^^^^T^X&^T/H30A)Sr^fflL^Ufc o «fffi±©Bo 

cS^5 0% y y 7;^n^n/ig{ii^^^>^str$y s^lilts 

•frfcUU £07$yg£#2S y */KPBoc-Lys(Cl-Z), Boc-Gln, Boc- 
His(Bom), Boc-Val, Boc-Glu(OcHex) , Boc-Tyr (Br-Z) , Boc-Gly, Boc-S 
er(Bzl), Boc-Asp(OcHex), Boc-Arg(Tos) , Boc-Phe Sr [Cys 17 ] 0-T 
'n>f K (1-16) ^7^y^i2?iJ5i»; fcHOBt/DCCT?J£ttfl:LT*&£ 
U «tt [Cys 17 ] jS-r^B-f K (1-16) (MeBz 1) -0CH 2 -P 
AIWTJB 1 . 9 0 g£#fc 0 [Cys 17 ] 0-7$n^ K (1-1 

6) (M e B z 1 ) -OCHz-PAMM 0 . 6 8 g & V? fS-fr&ftTte 
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zk*Mb**i om i -co°c 6 o ftrmm.Lit'&, mk&mzmmgz 

U&Sfc^-T/H 0ml T?2Elftfrtfc. 1*1*5 0%-#**Ttt 
Wt, ^»*«*t5 0%-»»*T??fc*tfc. gft. ft^«*^t> 
*, l~2mlfc*£EWIlU 5 0%-»M*-e^«tfc«fe77f f y^ 
*G-2 5 (2.0X85cm) M^AfctfU HJMiWRH tfc. igpj 
£**ft*llir«J*U e£©»*13 6. 7mg£#fc 0 
T $ 7 ifc£«f ft: 

Asp 2.17(2), Ser 0.96(1), Gin 3.04(3), Gly 1.00(1), Ala 1.00(1), 
Cys 0.82(1), Va! 0.99(1), Tyi 0.94(1), Phe 1.09(1), Lys 1.05(1) 

, His 2.89(3), Arg 0.97(1) 

JH:3HJfl!:J:5 0l+H) + 2 0 5 6. 8 3 

HPLC^itl^^ 14.8 & 

XJM, : Wakosil- 5 C 1 8 HG (4. 6 X 1 0 0 mm) 

mmm-Amio. i%- hy 

Btt (0. 1%- M> 7>U^n#*^fl , T-fe h~ h 

% JS : 1 . 0 ml /#„ 
(3) 0-75n-f K (25-35) 

THjR©Boe-Met-OCH 2 -PAM»||B(T^9'f K ^m?AXtUI) 0. 
66g (0. 5$y*A0 SrfflV\ ^T'f 1 K'a'j^^ (77° 7-1* K ^* 
S/*rAX#§i^T>430A)H^t£/&Lfco lWJ&±©Boc££ 5 0 % 

©75 /gtC^'ty^/KaBoc-Leii, Boc-Gly, Boc-Ile, Boc-Ala, Bo 
c-Lys(Cl-Z), Boc-Asn, Boc-Ser (Bz 1) £ jS -7 5 o W K (2 5- 3 5) 
©7 5/^IB?lJii , JICH0Bt/DCCT^Mt^t, ^1/3-75 K 
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(2 5 -3 5)-0CH 2 -PAM8fjJ!l. 14g&#fc 0 :^I^-7^n^ 
K (2 5 - 3 5 )-0CH 2 -PAM8tI! 0 . 6 1 g £p-* V /-^*#Tl** 

feZ^-r^l Om 1 -C 2Egfc^bfCo Iti?r5 

-3 ml fcttjEftffi LO. 1 % MJ 50ml tfc 

t> 0. 1% hy?^;tPgmzKT*5£*Lf£LiChroprep RP-18* 
7 A (2.6xi0cm) 0%~5 0%£T©7ir h~ h y 

(0. 1 % h y ©Ei»i!»S4gffi*fflLfc, ±g® 

£«r*a*»«J*Lfife®»*l 0 0mg£#fc o £*V«rN-imo.5 
■ IfcfctfU m&#'V%iAL1t't7 7 5 ! y9ZLH- 2 0. (1.0X96cm) 

Asp 0.97(1), Ser 0.95(1), Gly 2.94(3), Ala 1.00(1), Met 0.89(1), 

He 1.59(2), Leu 1.00(1). Lys 0.97(1) 
Jt*#$ffc <t 5 (M+H)+ 2 0 5 6. 8 3 
HPLC»S3 18.9 & 

iJy J* ' Wakosil- 5 C 1 8 HG (4. 6xl00mm) 

bm (o. i%- h v ?;i>*v&mtG7± h v») 
*«v^A«a»e>B«^E»ii«*^E»* (50^) 

% it : 1 . 0 ml /# 0 
(4) [Cys 34 ] 0-7 5 n>f K (3 5-4 3) ©gUit 
Fmoc-Thr(tBu)-17yM (0. 46g = 0. 25?y*/K 
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$;mffim$*-hv y& (i. o$y^) &jbv\ 

^-DMF&ttfc*5FBocS<Dft#««, DCC-HOB tftttlft 
Fmoc-Cys (Tr t )-Met -Va ! -Gl y-Gl y-Va l-Va l-1 1 e-Al a-Th r (t Bu) - !7 ^ 

mm 

r©^^K#IIO5t)0. 5 8g (0. 20Sy*A-) £«T:7 
x;-^0. 7 5g> T^yS^^-zK). 2 5mK ^*7~y-/v 
0. 5m K BMtyfrQ. 5ml, h !7 ^/^nftlfel Om 1 

5^ra«#tfco tfn&atf:U *tt**ttu aitfc^ft 

IRS 1 6 8m g (8 9%) 

Kft^tfflCj:5(M+H) + = 9 4 9. 5 (l»t= 9 4 9. 5), 
(5) 15-7 5 n-f K (1-3 8) 0-7 5 P-Y K (1-3 9) © 

0-7 5 n>fK (1-4 0) ■kl3)\>i£*>s'<7^?~-M y TIR££ 
BtZZtfcZV p-r^nj K (1-3 8) ftHVP-T 5 p^T K (1 
-3 9) SrffcKLfco t*t>*>, 0-75 p-< K (1-4 0) (B a c 
hemttM) 5 0 /x g h******"*???-* Y (*V*y*Jl>B 
*tt«) 0. 5jug£0. 5°/oftl7^x^«|;§|LT6 0 
Atli U 1 0tt2Wf£:^t Kftft, Vy d a c C4 (The 
Sep/a/ra/t ions GroupttM) £J8V*3i8tfB-HP L Cfc£ U £WU U 
V (2 10nm) TMfcffl Sftfc 3 *0±fcfcS-* *M£*f fc * D RlJfe 
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^7^:Vydac C4 

(The Sep/a/ra/t ions GionptfcSk 4. 6 X 250mm) 
$fH$:A$ (0. 1% h y 5% 7± V- 

Btt (0. 1% MJ7^tn^f 8 0% 71? h 

= mw 

Sta^ft :«K«B^»flESr*^0 5^IHJ«:3 0 ft(c 
6 0#ff^ttT3 0-5 0 %JnEi»fi5l!:±#$-&fc B 
SE 1:0. 5 nl/# 
K*^ICi5(M+H)+=4 1 32. 9:/5-7 5o>TK(l-38) 

(1M 4 13 2. 6) 
4231. 6 :^-75o^K (1-39) 

(SHH 4 2 3 1. 8 ) 
4330. 9:j9-7 5n-fK(l-40) 

4 3 3 0. 9) „ 

d£2£#!!2) ftffJK®fftK 

(1) 0-75*^ K(l-4 0)t^tfft«JH©fP« 
iSHSUl (1) T#£>ft7cj3-7 5 n>f K (1-4 0) i^f-o 

i/n^yy (BTG) £ <D*^f* *fHK UftffiJRi: tfc. tfcfcfc, 0 
-75 K (1-4 0) 0. 6mgSr 1 5%tf>DMF££fr 3mMy 
^IW, P H 6 . 5, 1. lmllC^l^fcWt,, 0. 5ml 
©*(C»«?S*fcBTG2. 5mg£;!jQ;i,.$b«Jgg0. 3%<D? 

*fc#U 4°C"C2 Biwawtfc. 

(2) 0-75 P>f K(2 5-3 5 ) fc^frfc&mofftK 
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±.mmmmi o) v%btnzp-T$ti4 k (25-3 5) ^bt 

GiO*^#*f^«tft*lBiLfc. <3-7^u^ K (2 5 

-35) 0. 5mgiBTG2. 5mg££ % pH4. 5fcH»tfc* 
lmlCH^t 4%O^HW7 4 tKi:lll5ttia 
T3ffl£££-frfc 0 tltt*i:*tU 4"CT?2 HKa*fU 

(3) jS-TSn-f K(l-1 6)*£trA8EIR©fEK 
±fc&*m (2) T#b^fc[Cys 17 ]/3-T^n^ K (1 -1 6) t 

BTG*0*frfc*flMRU &gHC£Lfc 0 tfcfcfc, B T G 2 0 m g 
0. lM!)yfll« (PH6. 9) 1. 4mH:t|§t N- 
(r-vW 5 K^f-y ti7'>^5: K(GMB S) 2. 2 m g 

(8fimo 1) t*tfDMF»Kl 00^1 fcft£U M^MO^R 
JS£-frfc 0 KJ&#, t77T?^G - 2 5 # 7^t^itfc(Dt», ^ 
W S KS©gA$*i,fcBTG 1 5mg i [Cys 17 ] 0 -T ^ n ^ K (1 
-16) 3. 6mgiia^U BWEJfcifctf.fco 4 

(4) j8-T 5 n>f K (3 5 -4 3) Sr^tf^flUR©^*! 
±BMmmi (4) r#5>iifc [Cys 34 ] j3-T5 K (3 5 -4 3) 

t«T/^;y (BSA) &0>*frfl:«:fHKU *«lSiUfco * 
ftfr*>, BSA21mg (0. 31/imol) «r 0 . lMU^lMMffifc 
(PH6. 8) 1. 4 m 1 GMBS3. 5 m g (12. 5 

[imo \ ) fc£tfDMF8*l OOMti^U ^fiT3 5#K££ 

5; KS©i*A§ilfcB S A4. 5mg £ [Cys 34 ] j3 -7 $ o -f K (3 5 
-4 3) 2. lmg££«£U 4<C-?-llfc£j!S;£ltfCo 5lJ&«L £§ 
*:fi*fc*fU 4°CT^2 BlHJiStlftfc. 
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(5) /S-T^oW K (1 8-2 8) tr£tf&ftJ*0>fls» 
[Cys 29 ] jJ-T^'o'f K (18-28) t B T G £ om^ftfc^M U 
MlSiU. t4H, BTG21mg£0. lM!)y|i«I (p 
H6. 9) 1. 5m 1 GMBS2. 4mg (8. 4 /t m o 

1) fc£frDMF*ttl 00/i 1 fc»£U SfflTM O^Si^^-frfCe 

<D#A£ftfcBTG$ 7 mg£[Cys 29 ]j3 -7 ^u^T K (18-2 8) 
(ra-KtfcSK) 2. OmgifcftfcU 4 < CT-W$ffc, KJfc 
f*> M^«7K^*ft4 < GT*3 BMSWUfc. 

6-8a^OBALB/C«t^^^t±B**«2|Bil©*a«p- 
75n>fK (1-40) -BTGI^ 0-7 Sn-f K (2 5- 3 5) 
-BTGm£ft> (1-16) -BTGS^f, J3-7:- 

D-fK (35-43) -B S Afc^fcfcSWip-r^ n>f K (18- 
28) -BTGI^M, *il^tl»8 0A» g/E«r*^7B>fyhr 

(1) i3-D-#7* b^-i? (jS-Ga 1) MHb/3-7^n^ K 
(l-40)ffif|S 

P-T^O'f K (1-4 0) 70jug (16nmol)&40/*l<&D 
MSOWH, f^W5yi60nmo 1 (10/zl DM 
£N-**->-S>;?/i'-3- (2 -If y 7n 
ft^-f(SPDP) 23nmol (7 n \ DMS08S) b*MZ. 

ytm, ^mx*9 oasjes-frfc, M©^M^-Gai(iiM 

^py^vyA^ltDl. 7mg (3. 3nmol) 



- 51 - 



WO 94/17197 



PCT/JF94/00089 



omtitiO. 1M!)V||»I, PH7. 5, 0. 4 5 m 1 I: 
MX., 4TC-C1 BK*S*fc. !>/l/hP^AcA34*9A 
(LKB-7TA"?*/7tt») TftMU 0-Ga l«afb/3-7SP 
W K (1-4 0) fcftfc, 

(2) m*?**^-***^-* (hrp) mmtp-r^vj Y{1 

- 1 6)tf>f£$J 

±lB£«m (2) •e#^>tl^[Cys 17 ]^-T5D^ K (1-1 6) t 
HRP (**ftaafi*ffi, ^-PV^— ri//^Att«) i:&«*U 

mmmmm (e i a) tfc„ tfcfefc* HRP5m g 

(12 5nmol) £0. 9 5 m 1 <Z) 0 . lM'Jyti«S, pH6. 
8 GMBS3. 6mg (1. 3jumo 1) ^DMFi 

«5 0/»lia^U 0#P£££ t7 7 fy^ 

a|A£*lfcHRP3. 3mg (78nmol) (2)*fEK 
£ftfc[Cys 17 ]/3-75 p^ K (1-16) 0. 56mg (2 7 0 nmo 
1) *frfi£U 4°CT?1 BKfc£#1t 0 *? h o y/WA c A44 

(LKB-7 7;W^7ttI) tf^AT^MU HR P«HMtj3-T 5: 
nO* (1-16) £#fc 0 

(3) HRP«^7?p^F (3 5 -4 3) ©fls» 
±«£»fll (4) -?#feftfc [Cys 34 ] n/f K (35-43) 

tHRPiMU E I AO^fSSfti: Ufc„ tftfc^ HRP12m 
g (310nmol) fc 1 . 4ml©0. lMjl^llffl, pH6. 
8M$£it, GMBS1. 3mg (4. 5/imol) ££t?DMF$g 
f lOO/i 1 fc«#U ISTf3 0^MSS?S*fcO^, t77f^ 
*G- 2 5^7A-e^pjtfc 0 :©i'?l:LTMLfc, Kg 
OJ»A$n&HRP3. 2mg (76nmo 1) tHJS^Jl (4) "Cft 
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M&ftfc[Cys 34 ] 0-7 $ n>f K (3 5-4 3) 2. lmg (7. 2 ju m 
ol) ££ig£U 4°CT*1 HKjS$*fc 0 h * c A 

4 4#?A?#KU HRP*«fc0-7$n>f K(3 5 -4 3) 

(4) HRPgIfk^-75n^ K (18-28) <2f£M 
[Cys 29 ] 0 - 7 5 n-f K (18-28) fcHRPi*»*U EI A 
tf>^#£ Lfc 0 t"ftfr*>, HRP16mg (3 9 0 nmol) £1 . 
4ml©0. lM!>y®?^M (PH6. 8) fC&A¥$ii\ GMBS1. 
lmg (3. 9/imol) tr^tfDMF#»l 0 0 // 1 £jS^Lg?&T 
4 OftWEJfcStffcOt)* t77fy^G-2 5 * 7 AT^I Lfc. 
roj: 5fcLTt^l*tfc-r W ^ K3©$A$tlfcHRP 6 . Omg 

(150nmol) t[Cys 29 ] /J -7 ^ o>f K (18-28) 2. 5 m 
g (1. 9/imol) i*fi£U 4°C-C2 BIBSff$*fco SSI^ 
/Vfn^Ac A 4 43&7AT?#iiiU HRPgtft/l-7?a>f K 

(18-2 8) £#fc e 

(1) j3-7^n^ K(l -4 0)^^gLfcv^^co^jfiL^tf>^mM 
K (1-4 0) ^M^v^^Al^^^f^a 

7v-hfcjBR1-Sfc», *-ftfi'?'}xJJ*;?n7})ymw (i gG 

li^> * y^tfcfi) £ 1 0 0/x g/m l^t?0. lM^iifi^ P 
H9 . 6&$fr 9 6 ^x^v>T^ dtV- MC 1 0 0 /* 1 fo^SU 
4tf 2 4Hratfe, 7>*-h&y yllf^Ijk (P 
BS, pH7. 4) -Cft^tfcOt), 9*^<0&#©S£»4fc«:&3C 
fc62 5%7'n^i^ («BHL^tt«) 8r£tr P B S £ 3 0 0 p 1 
-fo#£U 4"C"T?^ft< i fc2 4H^IU. 
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/Hl/^y7 7-A [0. 1%BSA, 0. 1M NaCl, ImM M 
gCl 2l 0. 0 5%CHAPS (3-[(37 ^ K7°p t'fr)*? t?>V7 
y*-t}7v<yz;l>*>n) fcitfO. l%NaN3££t?0. 0 2 
MVy®mm, pH7. 0] 5 Op K ^?77-AT^lfcv 
y*ft|3-7S a-* K (25-35) ftjfiLfiH 0 0 ju 1 %toz_4W 1 

H#|4 (1) T^Lfc^-Ga \mMp-7^uJ K (1-40) 
(^>777-Af2 0 0«r#D 1 0 0/x 1 Sr^A^fiTl B£j&&* 

fee fttux ^TV-^PBS-eft&LfccDib, @ffi±o^gffi^^4 

-^/^y^y 7x !> 0 -D-#77 hS'H (4-MUG) 
V^TiJS1-^fcfe, 2 0 H/ml0 4-MUG©/^ 7 7~A(fcfeLC 
HAPSm^) «1 0 0 IV-VSmfflKfctSTttc, 
R1&%0. 2MNa 2 C0 3 1 0 0 fi 1 Mx. 3 1 b \Z X >J #lh 

/K*-n***yiK 7#ix;*TAti:$!)£/8V\ Sbj&&;ft 3 5 5 n m, 
28I£2£;R4 6 Onmttelt CIS IB] &&Lfc8 

(2) j3-T^n^K (2 5 - 3 5) Ltz^ ^(Dttftci 

0-75 n^f K (2 5- 3 5) SrS^*^ y*ftiL?t* 

707°!^- hc0#73:;WH^5/7 7-A5 0^1, ^y77-AttU 
Lfc^7^0ii3-7^ p-f K (2 5 - 3 5) tdM5 0 fi K £<i:tf± 
SUffiflU CD T*«tfc/5-Ga 1 *«ft/}-T 5 o-f K (1-4 
0) 0 OffiMfrfc) 5 0^1^^410^16^^ 
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(3) j3-T^o^K (1-16) ££gLfc^ 7* 

;?u7V VftWW^J t*7l<~Y<D%t?z-M^y7 7-C [1 
%BSA, 0. 4M NaCK fc«fct/2mM E D T ASr^tf 0 . 0 
2M'Jy^M«, pH7. 0] 5 Ofi K ^'^y-CttHlfc^ 
7*ftj3-7:; K (1-16) ftiuf 5 O/i K <BJ:tf±£$&Jfe0!l 
4 (2) TMtfcHRPWftjJ-T^B^ K (1-1 6) (Ay 7 
0 0 «r2lO*.41C-ei 6#WEJ&$*fc. fcfc, ^ 

l^i^-t^i'^Sfi^^fA (KIRKEGAARD&PERRY LAB, INC, 

4 5 0 nm©KJR%7*^-MJ-^- (MTP-32, ao^ftSD T'SJ 
£bfc 0 ISm^r CH3H] tt^t, ftfttfc7E5©-r^^±Tlc^-T 
§o^K (1-16) fc#-f$ttfl:H0±##Rfc&;h,fc. 

(4) 0-7 5 o^f K (3 5-4 3) SrAft Ufc-r 5^^0$tjliL»«t>©fit 

±IBHiiSfJ5 (3) IB*<0#ftK:fcoT, ^^^A;^n^!Jy 
W^^cT'k-K ^7*$t0-7 5 P>f K (35-43) ft 
<BJ:tf±B$S*«4 (3) ■Cf^«tfcHRP«*ftp-.75D-f 
K (3 5 -4 3) *SJS**«ifcfciy, v7^ftiL?ftp©mM% 
iflJ£Lfc e (SUB) fc&Lfc-r7*9E0$t>3IEfc 
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JttfiE»JS5V^#fli^SJi>e,tifc 0 
(5) P —T 5.us{ K (18-28) Zft&LtcTVX<Dfct!Ltnq<Dm 

±IEH«W5 (3) IBt^fefclot, ftv^^^/^n^yy 
ftft&£v^n7V- k -7!)^)3-T^^K (18-2 8) 0t 
Mf, 8*tf±SB2SlBfl4 (4) ■CfP»tfcHRP«flSj8-T5-n^ 
K (18-2 8) trSJfc J: »K ^**&Jfitf 
S3SUfc„ AgUfc 7EE©vi>^©5 *>4ElcJt«fl|jJl5V^#il* s fB» 

*tttt<V*tftMfcwLfc , *«>;*fc#LT 200~300/x g ©^feg 
Htr£S£i£7K0. 2 5-0. 3ml 

^•lytmwf^A (mem) \c&mzK. mmmmnm 

b — ?HM|P 3-X63.Ag 8. Ul (P3U1) ^l^fc.Wl/Xh 
(1978)) . Mltli, Hj£ 256, 495 (1975)) \zt$Z 

TtT^ofco niiiijB<is£tfp 3ui ttnfWjiHt 

LfcV*MEM"T?3*ifei*U P3Ul*<Dtt*£ 5 : 1 {Cfc 

5£ ?21£LT, 8 0 0 @*sT?l 5W^^Ttt^i^ 
fe 0 ±?if£3fc#«*Lfct, ttJK£6<SCU 4 5%#])^l/^ 
n-^ (PEG) 6 0 0 0 (ay#?>f M±$D £0. SmlM, 

m 1 (OfiJ-^T'MEM^^DL, £ff 1 5 m 1 <DMEM%Mz.1t%6 0 0 
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mz$G*zGiT*7 t >(t?j>. (faytmm) (git-io% fcs) 

KP3Ul^lmlS»J2xi 0 6 l@fc£5ct ?ic??^U 2 Aft-riV 
f-?4y*sa. (U y^P^tM) tl!)x;Hffil To 120 pa^t::* 
lit &Ij9&£3 7M5%IB»#*4 

^tfc 0 2 4^MtHAT (tJK^fyf^lxlO'U T%J7t 
y^4xlO" 7 M, fv^yi. 6X10-3M) S:^^fc*GIT-10 
% FCS^i (HAT«) Sri ^^;V^tj lml-fo»1"2,^i 
HATS^«^rH^LfCo HATliRit^ Jg£Mfc3^ 
6, 9 Bf icMfclml&Tfcfc^ lml©HAT^^ttt5 

nrw" K (1-4 0) %ft&\s1f?t?Zto%0'^7y 
K— vSrS^Ufc C£l$) . 
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0-75nW K(2 5-3 5) Lfcv $r*t&fctfW ? 

<DX# y—~V# (D$k%H$\h Lts v^No,8 ($2BI$J!8) Sri 
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T#f>ftfc*£&£ (315111 (c) ] Cftkfc^fcySflW;/ 
y K— 7 8tt£SiRU £ b\z.%<D'&^7V K-vl6tt?rfrfclc 

0-7* D ,Y K (3 5- 4 3) ^•gLfc^^gl&tfW^y K— 

#^T#£>ftfd&££r (J&5BI(d)] t£*Lfc 0 CftbfcSfcff 1 8S 
3§tfW;/y K-^&aftLfc (#3*3 o £fct£ N p-7 5n>fK ( 

18-28) fcft£Lfc-7**fc*0W:7y k-v£** y-~^ 
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Lfc 0 ?p--^K:B$LTH\ 7^^tttlTBALB/Cv 
^^©HJftHJteftS'.^ay 5x l 0 6 flfcfc3*5fciO;tfc. *p- 
= 'M^y K-v£ % *>fei>C*5^?^*^^0. 5m 1 £ 

IKft&^tlfcv?* (BALB/C) |C 1~3 X 1 0 6 t/V/m% 

MSLfc. BP*fe, K7k6-2 0mllrft^IM (3. 5M 
NaCK 0. 0 5 %N a N 3 £^tPl . 5M^y^y, pH9. 0) 

PT^y-A-7#P-* (RepligenthM) *7^HtL; 
Jg|8U8«« (0. 0 5%NaN3£-atfO. lM^i^KlWfjt, pH 
3. 0) TSSffllxfco $Mf*PBSfc:*fLT4t:, 2 0Wlttf:O 
0. 2 2 jttm^-Y/l^-U J) #7*fcK)fcJ: »j L4 e C& 

©&£ki& uxti, utility * *-i-»m#ft&mtt*%^ 

y-^> \>7y±<< (elisa) mz?fitc 0 t 

%t>*>* tt#2/tg/ai^tr0. 1MKISHE, PH9. 6ftffi«r9 
6 ^x^-r^f^nT'U- MCI 0 0 ju lfoft&U 4°CT'2 4^|IQtt 

se-TyperTM Sub-hotyping Kit ^*7?Ktt8) SrfflV^ELIS 

(i) *^fe-E i a (*©n 

K (1-40) *>5VMij3-7 5 p-T K (2 5- 3 5) 
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(1) *tz&%m5 (2) IBtO^^lCigil^, M££-E I At' 
ftftil^ (*&3~15ng/ml)&fc£Lfc 0 JJct, ±12111$ 5 IB 

fcs^ttjj-r^B'f kss^t'^w h\ 5 o>r K (1 

-4 0) (£7, ftft»£ifcJS0 0-7SP-f K (1-4 0) ttBachem 
ttilJJBALfcfcOfcfcJB) , j3-7^c^ K Cl-2 8) (Peninsul 
zftXVBA) $ n>T K(2 5- 3 5) ©/^y7 7-AM 

5 0/i K fc±tf±KISife«4 (1) IE«i3-Ga HI»fc0-7$P 
>f K (1-4 0) 0 0^«) |50f< lj&D** 4 

&H£*±Glt%fl|5 (2) 8B*0#ifcfcJ:»JH£Lfc. C*l«] 
IC^1" 0 V^1"*l©0i#t>/9-Ga K (1-4 0) 

&EJ£U Sfc/J-7$n>f K (1-40) fc*tLT fcEJ&ttfc^LT 

AS^JttT, j8-7 5o>f K (1-40) fe5V^tt|3 -75 K 

(2 5- 3 5) C»t5*;^a-t^R#i:LT» 
7 a (I gG2 a, k) &5V^BS-8 5 a (IgGl, k) fc/jjl* 
tcm£<DM&&-E I A<0g*$r ($619) (C^LfCo BA-27a© 
^-T^d^ F (1-40) ®fl(3p|la*a>&. (B/B 0 ) =0. 5£ 
-§-£5 0-7 5 n^f K (1-4 0) 2 0 0 nM, 4 0ng/wel 

lt*«:tWofc. Sfc, r©Jt#ttj5-75 n-r K (1-16) 
, 0 - 7 5 n K (1-28) fcitf 0 -7 5 p<Y K (25-35) 
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%s<7?-Y\Z.Kfc1-Z>$)<D<D s p-7$v>(V (2 5 - 3 5) OUftffi 
m*^Wii-Z>i)<DX*l±te^Z.htf% fritz (161(a)), B 
S-8 5a©]J-75p^K (25-35) <DUft®&lctttZKfc& 
( (B/Bo ) =0. 5 tr4*.38;lg*2£ : 2 0nM, lng/well) 
ft, j3-75n^ K (1-4 0) K*f1-5£j£tt ( (B/B 0 ) =0. 
5 Sr-^SftJIigg : 8 0 0 nM, 1 6 0 n g/well) (OA OfeX*h% 

:i»ofc C»6H (b) ] . 

(2) M-^}£-E I A (*£>2) 

tKp-7$ v4 K (1-16) */*n-^v«fc©Kl&ftJlttfcEI 

ffi09 5 (3) B«©*fefciy«^ *£ft-E I Afcffl^SffifcfcS 
0~5 0 n g/m 1 ) &fc£Lfc 0 Ay ^p/U^ 

fcftfMStt5 0 At 1 > 0-7 5 P>f Kfc*V>tt/J-7 3 n^f Kft^T"* 
^ Kx "ttZtytbp-T^ P'f F (1-4 0) , 0-7 5 P-f K (1-2 
8) , [Cys 17 ] j3-7 5 n^f K (1-16) ®^y77-C»«5 0 /* 1, 
fiitf±Bltlfc«4 (2) |5tHRP^ajbi3-75n^ K (1-1 6) 
(*y37 7-CC2 0 0 OffiMfrfc) £5 0/t liD*, 41CT? 1 6B*IWEf£: 

sj&f^ PBSTas*tfc©*,sffi±©#*»tt*±ffiHffiw 

5 (3) ^tO^iaD^tfc. C»2«] ic^-fo ^$51 

(1-40) ifcfc«tt»<E«U £ &^£*0&*l^fc^::JiftLfc* 
/ * n -TvHfift 1 6 iS© H10 M# ^-7?p^F (1-40) 
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(1-40) fcttLTfcfc^SJ&ttfcjFLfc*^ * a 
-t/^ftBAN- 0 5 2 a (I g G 1 , k ) Bi^BAN- 5 0a 
(IgGl, k) ©»^fe-EIA©3g*Sr fc**, Cftfe 

©W^-r^D^f K (1-40), (3-7 5B>f K (1-28) . jS 
-T5p>TK (1-16) fc#LTR6«©fi£tt*tf1-5£i:#£i» 

-T 5 K (1-4 0) fcttLXm^Kfc&Z^Vtc*/ ? f/w 
M#3S0> BAN -11a (IgGl, k ) „ BAN— 20a (Ig 
Gl, r) &«fct/BAN-3 0 a (IgGl, k) Srfll>fc8£&-E 

I AdfcttS/S-7 3 t»W K (1-40) <0«!plfti»£jFLfco 
Oftft© (B/Bo ) =0. 5&4*.5j8-7 5n.f K (.1-40) 1 
Att 2 5~70nM (5-1 5 n g /wel 1) ©f&ffll*] Icfc >J % ftftffij 
T3ffiF*Ji©3ltd»BJ6S>iX*^ofco *-0&fl>T\ BAN- 5 0a 
fc£^5*#ft-E I AtfAfcflgA-CfclK IDO, 6n g/well [ 

(B/Bo ) =0. 9] ©/5-7§ K (1-4 0) ^ttiTO-Cfc 

(3) m&m-E i a (*©3) 

7*3W«r-*!MJB lOgi'J, *e>o*jfe (*X#J») K$ 
oT^-T^n^ KK# (StitHI) 0. 1 g£#fc e fcic, ±1311 
Jfe#l7 (2) sBfcO^feK^oT, ^^^;/nyi)^M^ 

•f*fc%j5-7$n>f K (1-4 0) , [Cys 34 ] 0-7 5 n>f K (35 
-43) , fc-5V^ft±i57;wy/N-Y ^—J8J8MHH£3le 0-7 5 n-f K® 
&£tf±1B?t)M!|4 (3) E«HRP*«ft/5-75nW K (3 5 
-4 3) (^y77-CT5 0i*|3) C»3*] 
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tpfrb, n^ftfaBZ^Lti*; 5 a (IgG 

1, k) fclftU KT0>**K:flv*fc o 
(4) l^EIA (%<D4) 

&J3 -7 S K (18-2 8) */*a-^vffifc®gj&tf£tt<5> 
±E£*0!I7 (2) gB*0#8;fc,fc!JW'<fc B 1-ftfr*>, &ffifftgg£ 

t LT )5-7^n/f K (1-40) > [Cys 29 ] ]3 -7 5 n>f K (17- 
2 8) (73-KthU) , CCys 29 ])3-7 5n^ K (18-2 8) 
U?)3-7 5 n/f K (1-2 8) &#V\ m^tltJK^ tT±§BHJig^J4 
(4) EtHRPS«fl:j5-75n>f Ml 8-2 8) (^?7 7 -C 

fi**C'H4«]K:*1-. a&LfcsaUBoftfm^TfttK ra-e&5 
n^f K (18-28) i*V^«tt«r*LT»»J, £t>KZ<D 
5t»5««Otn:#r4/J-7§'nW K (17-2 8) £ < 
Lite Vvf;h,©$tfl:t,j5-7$n>f K (1-2 8) <fcTJt 0 -7 5 
K (1-40) fctt£JSLfca»ofc e 
ClJie>©5*>, 0-7$n^K (17-28) - 7 5 -*4 K 

(18-2 8) ©Pf^iJtV^iStttr*-****^ ^n-i-;i/Jltft:BP- 
90 a (IgGl, k) Sr^tO^R-CiKffiV^r. h t Lfr 0 

(1) BS-8 5 a -HRP 

B S-8 5 attM^4. 2mg ( 2 8 n m o 1 ) ££tr0. 1MJJ 
^»«»«, PH6. 8MCGMBS 4 2 Onmo 1 ££tfDMF 5 
Oli 1 IrJO^, Ifit4 0#£j££tffc:o SMH7rf y^?G- 
25*7^ (Mtt, 0. lM!)y|l», pH6. 7) T?£*U 
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vWn*S©»ASilfcaW»3mg«r#fc. HRP 1 2 

mg ( 3 0 0 n m o 1 ) fc£tf 0 . 0 2 M V V»lt*tt ( 0 . 1 5 M 
N a C 1 fc£tf) % pH6. 8, 1. 4mll:SPDP4. 5 m m o 1 
£tfrDMF5 0M lfcJll*., i£t'4 0«Ht fcfc* 68/i 
mo 1 0$?f-**W h-A-fc^frO. 2M^iiW (pH4. 5) 
0. 5ml^^0i, ^S"C2 0^SlS§tfctt777S'^^G- 2 5 
#7^ (jfflttt. 2mM EDTAfcStfO. lM!)«tI, pH 
6) "C^HIU, SH£0i»A$*lfcHRP8mg«:fcfc. fclc, S HS 
©apASftfcHRP 8mg fc-r W ^ KS©*A$ 3 m g 

fc«r»£U =n^y/<^ h y **tt«) "CftJO. 3mll: 

4t;-ci6WilU, R^»Sr»K*u:o. 1 

Myyiift, PH6. 5SrfflV^^^hnyyl/Ac A3 4*7 At 
#U BS-8 5a-HRPS^I^»»Lfc. 

(2) BA- 2 7a -HRP 

iBI*0*SsfcJ:U, BA-2 7 aftMf&4.' 7mgiHRP 1 4m 
g*ffi^TBA-2 7a-HRP«M^fflUfc. 

(3) BAN- 0 5 2 a -HRP 

TO©£S:ICJ;»J, BAN- 0 5 2 aJWMli^Smg iHRP 1 4 m 
gWTBAN- 0 5 2 a-HRP«mffSlfc, 

(4) BC- 0 5 a -HRP 

^«©*&{CJ:«J, BC-0 5 afSM5mgiHRP 14mgt 
trfflV^TBC-0 5 a -HR PttefcfcfHR tfc 0 
(IIW) fyMyffe-EIA (1) 
(1) BS-8 5 a -HRP^V^tyR>7fft-E I A 

±B^mm6mm<onmLtz^y «*ban-o 5 2 a , 

BAN- 1 1 a , B AN — 2 0 a x BAN— 30a, BS-85atfc 
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ttBA-2 7 a&l On g/ml^tfO. lM^KIW, pH9. 6 
9 6 «7x*v>f *n?k- b 1 0 0 /* 1 1* o#&U 4°CC2 

0 . 2 % B S A, 0 . 4 M N a C 1 > 0 . 0 5 % CHAPS, 
0. 0 5% NaN 3 ££tf 0. 0 2MP yfflftffft, pH7) 
tcp-T$u4 K (1 -4 0) 1111 0 0 ^1 fcjp*., 4°CT2 4^ 
Rg£J&£*fc 0 PBS-Cftjllfc©^ ±EH&#I8 (1) -CfNRLfc 
BS-85a-HRP (^y77-Ct*l 5 0 OfcsffirtR) 1 0 0 ft 1 £ 
4^T2 4Ef#ffi£jEk.£-frfc: 0 PBSWLfcOt, ±f2HJS#iJ 
5 (3) E«0*^fefcJ:yTMBMV^•rHS±©»*^gtt«r»Jfebfc 
(BMfcKJ&2 0#) c C&9BI] fc^fo HJfi^7{C|StfeJ;5 

fc, B S - 8 5 a©$£feE I AW5jJ-75n^ K (1-4 0) 
C»1-5Sfi:ttttl5V>t;©TfH:*35»ofc 0 LfrU ±!E® «fc 5 0 -7 
5n>TK (1-16) Sr&iSJ^I-^y * B-^ffi#g:HtBfcfflv> 
5t^ M y*tt-E I A LTJ8^a#£fctt, ^feTS 

J8gfcj9-7Si3>r K (1-4 0) trtftW-rsrt^^ofco 
B AN- 0 5 2 a OHffi$rfflVNfci:t, f&© 3«g0tfift:BtBi: JfctfcL 
tl 0-3 OflFJtM^ifey , 3 p g/well<0j3-7$ P>f K (1-4 
0) tr^fflt Srt#pT«BT?abofc 0 

(2) BA-2 7 a -HRPfcffil^f-i'K'f yf-fe-E I A 

BAN- 0 5 2 a, BAN-lla, BAN-2 0 a, BA 
N-3 0 a, BS-8 5 a4fc(iBA-2 7 a £@£ tfc^-T * n 71/ 
-Mc/3-7 5 K (1-40) IgJU&l 0 0 /x 1 SrJOjl, 4°CT2 
4#raKJS3ttfc 0 PBST?«E*tfcO%, ±EH»J8 (2) -?f1MR 
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LfcB A — 2 7 a — HR P 77-CT2 5 0 OffiMfrfc) IOO f 
1 fcJP*., 4t;-e2 4B#fHJ£j£;£-frfc 0 PBS«lfc©*), @*B± 

10 EH (l^t, BS-8 5a©8£fclRlflK BA-2 7 a =bSI&2:E 
I AfcfcV*Tttj8-7 5n>f K (1-4 0) lC#Li«V*EJ6ttfc*34 
d^ofcc L2>>U ±!B©£ 0 fcf-^M yf-fe-E I AO««tt#i L 
TJ8V^5l§'£fc:tt, B S - 8 5 a <fc »J $ felCifctfftfcjS -T $ K 
(1-4 0) Srfcttil-S^fctffc^ofc, BAN-0 5 2 a©@ 

0. 6 p g /we 1 1 © jJ -7 5 n "f K (1-40) 5 r t tf* 

(3) BAN-052a -HR P Zft^ZW 1M yfS-EI A 
BS-8 5 a£7tttBA-2 7 a £@£ Lfcv^ ^ 12:7V- h (c /3- 
7$ n>T K (1-40) 89ft 1 0 0 ju 1 fcflijt, 4 c C-?2 4«RSlS 
$*fc 0 PBS^lfc©*,, ±IBH^J8 (3) -CfftRbfcBAN 
-0 5 2 a-HRP (/< y 7 7 -CT* 2 5 0 OflFftJR) 10 0^1 ^r*Q 
X.* 4t;-C2 4B*IIBSJS:§*fco PB STffi^tfc©^, @*@±©Hlf 
ffitt*TMBIz:J;»jJ||£Lfc (»*EJ&2 0£) 0 [£110) 

£Jfe#J8 (2) £1*$©^, tfcfc^ BS- 
85a*fcttBA-27a ©CS&ftftfcM i: U BAN-052a© 

8 0 p g/wellfc±tfl 0 p g/well©0-75 P'f K (1-40) £ 

Sfc, B AN— 0 5 2 a £@*g£1-5f-> K-f y^-E I AfcfiV»T, 
«#lCfcBAN-0 5 2 a-HRP£/8Wc#£ (^j^t-CT? 1 
0 0 0{S«) fcli, BA-2 7a-HRP^V>fci# (/<y77- 
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Cfl50 OftH) tJtRLT, 0 0&T£&6C 

1-4 0) li££^£#&LfcV^£#*lg$Ji;5 (#12 813 , 
C3WM11 10] t^FMyffe-EIA (2) 
Rfl-T^B^K (1-16) *J>f o— f/l^#0fta»r> BAN 
- 0 5 2 a #»traiV^KM«)ty I A£4;t7ti 

<b> tyK^yf-E I Alti»jatfc$i/5-75n>f K (1-16) *& 
/^o-^/u«;flc«r»«t'«< 6tt»Ofii#^«Lfc CSS 2 

'*] . BAN-5 0atft5itaJT?#fc, (H 1 3 SO © 

CHI 4H] MB AN — 5 0 a SrH«a#tt5^V y^-E 
IA©^mt:^Lfc 0 7y*>f^ttH:±B3ltJt#l9 (3) fcttofc:^ 

LTB S-8 5 a-HRPfil 0 0 Ote« Cm 3 0] , 
BA-2 7 a-HRPttl 5 0 {% 1 4 HI] £/BWc 0 

::ft&S£#©#Jli4«:ll'<*fc*, j3-75 o>T K (1-2 8) 
t$£j£ttt/ttWUfc [04 , "COfe<t t^A^ j3-7 ^ O/f K (1-40) 
fc$t1-5£Jfctt£, '*fc08J:tfA#j3-7 5n>f K (1-2 8) l£*f 
tSEJ&tt&^t] o ^rCOSm, Vvfft©«8#&JlV*-Ct^ BAN- 
5 0 aS*B&JI3v>fc»£K:ttBAN-0 5 2 a @*B£fflWc#££ Jfctfc 
UT2~3fgMSTfe»;, BA-2 7 a-HRP|i#t«*#t>* 
1tt § 0. 2 p g/well<£j3-7 5 B/f K (1-4 0) Sr&tijlijfg^fc 
ofc 0 tit, ^•ftl0n&Mfi-7$TiJ\t (1-2 8) Z&ftiff. 
0-7 5 D/fK (1-4 0) UTOT'fcSriWot 

13 K>T S/^fc-E I A (3) 
(1) B S - 8 5 a -HRP*fcfiBA-2 7 a -HR P SrfflV^ty 
M?fS-ElA©»Stt 
HWJ1 0 fc^Ufci 5KBAN-5 0 a £@fB#tft i LTfflV\ ft' 
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mfct LTB S-85a-HRP^fclJBA-27a -HR P£fflW5 

S-85a-HRPIj:6 7 0f£«* BA-2 7 a -HRPfil 0 0 0 
flap#«*rffiV\ 0-7$ p>f K (1-3 8) , 0-7Sp4 K (1-3 
9) , |S-75p^F (1-40) , p-7§n^ K (1-42) 
tf/3 -7$ o>f K (1-2 8) fc»t*RiStttH^«: ( C3U 5M) 

(a) , (b) ) B |3 - 7 $ n ff (1-3 8) fc.fctf/3-7 
' ° K (1-3 9) (5) T!ffeRl,fcfc0«:JflV*fc. Hffi 
#J1 (5) ?p-T*vJ K (1-38) £*tf/3-7Sp<Y K ( 1 - 
3 9) l:*f J& LfcSttH PLC ©»liJi^t|i jif Jioiltt, 

#17 (2) ©#fcfcei£l\ BAN0 5 0 atffiV^*^tfeE IAfcit; 
ft^Ufco 5 a -HRPfcffll*fc»£ 

Itt ( (1150] U)),j8-7$n>fK(l-38Kj8-7$ 
p-T K (1-3 9) % «itf/5-7^p>fK (1-4 0) *UbkX¥\ 
-O&g. (0. 7p g/well) *CfttHU 0-7 5 0-* K (1-42) 
lco^Tf*±fE©3ffi©/3-7$: p-f Kt*f1-5^StitU[UTl/2 
a»fel/3 0l8ftTtoffl*5£fc#fca»ofc. tits 0-75n4K 
(1-2 8) Ht£<tftWtf1\ Hffifll 1 0 £ Htt©ft***fc. 
&mtbLXBA-2 7 a-HRP%fflV>fcS3Jt^tj: ( [Sgl5En 

(b) ) , |5-7^b^F (1-40) , /5-7 5P-T K (1-42) 
HWilO. 2 p g/well, 1 8 p g/well ©rtlgTfctti Lfc 0 

K (1-3 8) , 0 - 7 5 p >f K (1-3 9) (CO^Ttt 
ih^h8 5 p g/well,- 1 7 p g/wellOUfflaSBTtB-Cfcofc. 
a±©*S*35*e> % ^a#£LTBS-8 5 a -HRP£ffiWc?BI£^ 
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ffiV^cM^T^KT-fcS jS-7^n>f K (2 5- 3 5) V>WMt:$tt 

-lis mmftt LTBA-2 7 a - HR PSrffiV^a«3Rttj3 -7 5 n 
(1-4 0) ©C*«fctfJ*tti#;tS>*l, ]5-7^n^K (1- 
38) , ]3-7?nxf K (1-39) 0 -7 5 n>f K (1-42) 

\z*S tTfi 2 %&T©£^KJ&tt-Cl3 < 5 £ i tfbfrotz, 
(2) BC-0 5 a-HRPfrffiV^-frVK-f yf*-E I A©#Itt 

gffiftfti LTBAN- 5 0 a &fflV\ SfBftfc LT±IEIi3S0!l 8 
(4) 5 a-HRP?rfflV>5f*y K<fyf*-E I 

AOWJIttfiiWfttrP^fc. ±Bltlfc«ll (1) fcPdfl&lcLTfl 
-7 5n>f K (1-38) , j5-7^P^K (1-39) , 0-7^p 
-Y K (1-40) % /3-7 5*>f K (1-42) itf 0 -7 5 pW K 
(1-2 8) KtttZKfc&Zm^tztiK LTB:2 0 OffiF 

#f?©t><&*J^fc ( [^150] (c) ) . *<dW%, :©bc-o 

5 a -HRPI:ffiV^tyfVyfi£-E I Att, 0. 7 p g/wellO 
0-7*n^ K (1-4 2) m&tZZb&simtZifciK 0-7S 
n^K (1-42) £W<D4U<D 0 - 7 $ P-f K, 1*ft:b*> 0 - 7 $ p 
>f K (1-38) , 0-7$n>( K (1-39) , K (1 

-40) fc,fctf0-75n>f K (1-28) «:£< tfcffi Utfrofc. L 
fc#ot, @*B£i#£:LTBAN-5 0a£$V\ Sd#ittBC- 
0 5 a -HRP^ffiV^D-yK-f yf-fe-E I Alt, 0-7$bW K 
(1-4 2) tr*Jt>T*MlcA»-3*«>T»*»K:ttliit5Ci:a«RriB 

£l±©ig*^fc, H*Bft#2:LTBAN-5 0a£fflV\ 
TBA-2 7 a-HRP£fcflBC-0 5 a - HR P 2 S«© 
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J: !K /&-75n^K (1-40) fc<fctf 
0 - 7 * a ^ K (1-42) ©^J»-el5;t^j3^ofc 0 

(1) BAN-0 5 2 a|^b77^7>flWl 

B AN— 0 5 2 a fc***lfcBJ£fct$ £ £ (C«t IJ , 77^f^ 
ftSrffcKLfc. Wt,, BAN -052a 45mgiTSKgel AF 
-hWAsha*-* 6 5 0M (*y-*5tett«) 5g££0. 5 
MNaCl^O. 1M «**#^hy«JrA*»«ifi, 

fc©, 0. 5M NaCl^tO. 1M MJ*-£» (pH8. 0) 
ifitlWJSStfc. #£>ftfcBAN- 0 5 2 a - M">vH»a/< 
^V2 5mlttPBST«, ^y7 7 -E <K 4°CT^#Lfc 0 

(2) BA-2 7 aBM77^f-f Sft©#$S! 

±IE (1) iHUHKLT, BA-2 7 a «r**aifcHJ£'flSl-5 £ £fc 
'i»jT7-f ^y-f Bftftf^«tfc. tftb*), BA-2 7 a 1 5mg 
£TSKgel AF-M/^f3/WV6 5 0M 2g^SJS^, 
10ml(DBA-27a-F V->;V h a/<~/l'fcftfc e 

($*m 3 3 TA'y^-v-ftJft^JH^Ittt^jS-T^a^ K©# 
*f 

±f2HMl 2(1) TffcKLfcBAN- 0 5 2 a @£<ffc77.f-T 
-fBftCi »J»lJ[Lfe7yi'y/W'v-JSJS#©JK*|t«S:a*ffi-HPL 

2 B AN - 0 5 2 a - fl/^/V F 3^-;V^ 7 A (0. 

8X0.3cm) *»J*ffiL»#«f«Lfc. J&fiifcfctt* 0. 2% h y 7* 
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lift, ilfJl (5) frMMmzl »J Vy d a c C4*ffiV^l 
*§-HPLCfc±oT#AIU ISJSfcll O|Bft0BAN-5 0 a»£B 
ftiBS-8 5a-HRPib5V^BA-2 7a -HRPir^V^f 
y K-T >7f-EI AT?8?fflffi£*F©j3-7 5B,f K&fcfctfc. g£& 
(016] #iINo. 5 9tt, Mj3-7^n^ K (1-4 0) 

0*W4fe«fcKEe— SScUfcfc*. C«16B9] (a) (b) T**«ffl 
$ftfc&ffii£tttt0 -7 5 n^f K (1-4 0) }c*tt5=fe»©i:%tt>n 
fc. lot, (I16B) Tfry^^-ffi&gotmM 

m*\a±&&g.<Dp-7$vj k (i-4 0) tf^frts:: fc#we>a» 

bftolZiiK Sfefc- (&1 60] (a) 5 a-HRP©^ 

■r^^i«rti^^i c •@^/>#^ttlTv^5^i^b^ or v (#pjNo. 4 

7fc£tfNo. 48), rtlb©*aHSi«tt, |8-75n^ K (1-4 
0) OjgtfJMiy fc7*h=hy/l*£#fl£v%fcfc, ^INo. 4 7 
fii^No. 4 8"C^ffl$tlS©ttjS-7 5 K (1-4 0) £ »J & 

ftt LTB S-8 5 a-HRP$r/BV*3«|£jRtt, /3-7?b^K (1 
-4 0) ©C»f>l, 2«X**Lfe^f«KHtLTt>/J-7 5B 
-Y K (1-4 0) i^o^Sr^tSCi^^ix^o ^x, £H 
No. 47fiiU!No. 4 8fcJ&fc*l5ftSjStttt, j3-7^c^K 
(1-4 0) OC«##^*Ufc^flllC»1-S i bO-C*>5TOtt3PilS 

(IMl 4) 7/l'3Wv-fl&#jHfcfc0-7$n>f KH^©^«f 
±E*lft«l7 (3) EH©7^^/N^v^-^S#|gfi5|5/5-7 5 B>f 
KW£ (=¥«ttffl*) llmg **ntnm U TSK G3000P 
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mmm-o. 1% Yvy^^mmt^4o%r±h^hv^ 

^ it : 0 . 5 ml /# 
±IHH»J1 01Bt<DBAN-5 0a^^@ffi^BS-8 5 a- 
HRPifclV^tXtH's'^-E I A-?m&mft$<Dp-7%vy( K 
^^fitfc^m, HPLC^ttlCTl4^f)l 5#©f?5£$£V^g?S 
tttfSfgfeibi'lfCo CCOM^ICO. 05% CHAPS£»« 

«U £«0U (5) fBife©#fe£«tt; Vy da c C4&ffiv^&ffi- 

hp Lcta u^iibfcp mft%M% mi 7) 

H^fcNo. 3 5ft£XfNo. 4 1-4 5 ©if#* ft^ftS: 3 0 0 
lfoilLfcOt,, K*#*f (HXl 10, B#1TBtSD (C^LfCo 
No. 35; No. 4 lfcitfNo.4 3 ©»#©##?*§;££ CEJ 1 8 3 
fc*to N o . 3 5 K (1 - 4 0) No.41«^-7 

F (1-4 2) No.43tt^-7So^K (3-4 2) 

LTV^fc, tits No. 3 5tt^^-7 5 P>f K (1-4 

o) ©jga^et-skLfc. 

fc. #B#3 n 1 tWPFfc U B C- 0 5 a -HR Ptt2 0 0ffif*3RT» 
ffiV^c 0 (g 1911] fc*t. B S-8 5 a «:fflV*3MJfe3RTtt 

No. 35 fcitfN 0.41-4 5 ©if f-^tf^ BA-2 7 a £fflV^5 
S"JS^-e«±t UNo. 3 5©tr-*#, tfuBC-0 5 a trfflV^S 
»£*tllNo.4 1-4 5©fc'-*«ffl£*l7to 
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[xmi 5] t fit^o^ K*v^ictrsB# (app) 

APP695, APP714, APP751, AP P 7 7 0 % £«fcTM 
P P 5 6 3 tmfftZ>Zhb<D c DNA& S IH-tf> A P P&B+frb* 

^HtMAPP 6 9 5<Dfa%%%79X\ KDNA^r#^t5fc 
fc VAP P 6 9 5»£?<D* □--y^fctrofco 

/<4**i?-. H8#, 466-47 1 9 8 8^) £j$o:7° 

7*^ K p ME 1 8 s *s<?t~-bLX, t Mi$^Vttfi5!fcffltt-e 
&3MAC 1 0©c DNA7^^7 y-%f£MUfc 0 gEK:#££ftT^ 
3t hAP POcDN ASSIES £Sl£> *y/^SC£n- KLTV^ 

5'-ATCCCACTCGCACAGCAGCGCACTC-3' 

(iE?iJ#^: 1 3) 

5'-TGCTGTCCAACTTCAGAGGCTGCTG-3' 

(E?'J#^ : 1 4) 

^DNAMU - ft£:/n -7*fC$ ^T±!5cDNA7^ Zfy 
V--y?Ltz 0 nhtltzc DNA&* n-^y^U -t^ 
mSiB^J^^^f?±&T^bfciC5, T^T^APP 7 5 l£ = 
-KticDNA-Cfeot. t:-C, Igt 1 0£^*-i: LTftSl 
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(Djj&X'X? V^-y^LIt^^ APP 6 9 5 Sr = -K-T5cDNA 
£#fc 0 APP75l£APP6 9 5CDcDNA(7)|a^iJ{i7 p nT7— if 
J yt\? t^fc-SfeLTV^OT, APP7510C 

DNA^o^7^ $ KDNAiAPP 6 9 5© c DNA& &o7 7- 
S?DNASr«l»rtSIS'fr** , r, APP 6 9 50cDNA^SR a yn 

CH^Jl 6] t hAP P 6 9 5ilii7j' hC 6 ^y r*ejao* 

7 7 6 7*y *~?mM (ATCC CCL 107) ft, 3 7°C, 
5% C0 2 ^T, StlOcmCSifflVt-Wt, 10%7^J&]/E 
jfoitfcStpDMEM&JgJfit LT^LfCc ±!B£Jfcm 5T*3SUt 
t hAPP 6 9 5Jt38£JB7'?*$ FDNA 20/i g***W$'J' 
»tt*fc*S:#07*?*$ KDNA pTB6 (t/w 7 fy^f t- • 
7yF'77>?Va^ 121, 2 0 5- 2 1 7^-^, 1 9 8 7¥) 

ugii^u 8 o%^fpt-e^#Lfcc 6 yv*~?mmz}) >m 

*A">^A*tt«fe*fflV^T#AUfc„ 2 4B£KI&|C)&j8&7 5 Ofig 
/ml^tW^ (GIBCOtt) fc;&I*.T#*fcgl5rj\ 

u *ig»#Pi3BWjft«!!a©©fe8%#yT^ y/vr ^ k^-csds 

APP-7^^;^n-f;« (^-y yx—vy/sj Aft) fcffiv* 
fc7x^^y7*py hfcfrV\ APP 6 9 5 C 6 - 

6 9 5- 1 8 Sr#fe 6 

7 3 k HAPP 6 9 5K*3IC6^y*—T»M*±»fc 
^Jil53kDa ^7^ Kflftffl 
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JbCHttlVl 6IE*&fc 1>APP 6 9 5Si£SC 6 *-vJ|J&0# 
*±j»f^*^^i3-7^n^ K^aSrB€t5fcJE), Hffiftl 1 3 
fclBI80#ftT?#*±»£*|HRU fy^ yf— E I Alc«fcoT##f 
tfcfc*>, £f\ #*±»1 VyhA't:±m*Mm 2 (2) T 
#bftfcBA-2 7 a- i> ]/*/jb> h 3X-;i^£;fr 9 A£ffl^Tfit&flf 
*U Z(0®mftmmVy d a c C4*ffil>5a!ttHPLCfc 

*7A:Vydac C 4 (4.6 x 250 mm) 
. «Ht«:A«(0. lyoh^^n^tt 5%7±Y-}< 

Bm (0. l%hy7/Vto^f 80%7irh~ 

±#£tf, fcfc6 0»ltt2 5-5 0 

$1 : 0. 5m 1 /# 

£»tt9 (1) B*©#j5fclcftV*BP-9 0 a&B£ffcLfc9 6 ?x 
yw^^nrk-f, &£tfmftfc LTBA-2 7a-HRP^^ 
V^T, ±8EOj§&40HPLC®^©ty I A£*?o7t e 

ftffitt*»»bilfc^ItNo. 2 8 *5 J: t^No . 3 8 - 3 9 ^LfiM 
Srfrofdii-z,, -tfri^tljS -7 5 n>C K (2 0-4 0) £fctt/3-7 
5 o>f K (18-4 0) ^±S4»^^T?*)5^i^fc^ofc, U± 
0«F*J5>6), B P- 9 0 ajBiVBA- 2 7a fcJlV^iJ-y K-Y y^E 
I Aifefi, jJ-7$n>f KC««©H$fcfc»ftttfcftttrf5:: fc#RT 
IB-e*)5l:fc*>ofc. lot, **S3RftAPP©ftWSrW5i51-5l8© 
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mm 
mm% - 1 
mm<D%z ■ 3 8 

E8I®M = ^T^K 
E?!l : 

Asp Ala Glu Pbe Arg His Asp Ser Gly Tyr Glu Val His His Gin Lys 

5 10 15 

Leu Val Pbe Pbe Ala Glu Asp Val Gly Ser Asn Lys Gly Ala lie He 

20 25 30 

Gly Leu Met Val Gly Gly 
35 

mm^ • 2 

Efll©'* £ : 3 9 
E*l : 

Asp Ala Glu Pbe Arg His Asp Ser Gly Tyr Glu Val His His Gin Lys 

5 10 15 

Leu Val Phe Phe Ala Glu Asp Val Gly Ser Asn Lys Gly Ala He He 

20 25 30 

Gly Leu Met Val Gly Gly Val 
35 
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I2?IJ#^- : 3 

Asp Ala Glu Phe Arg His Asp Ser Gly Tyr Glu Val His His Gin Lys 

5 10 15 

Leu Val Phe Phe Ala Glu Asp Val Gly Ser Asn Lys Gly Ala He He 

20 25 30 

Gly Leu Met Val Gly Gly Val Val 
35 40 

SE?iJ#-f§- : 4 
S3?iJO^$ : 4 1 
K?|JM : 7 

mm : 

Asp Ala Glu Phe Arg His Asp Ser Gly Tyr Glu Val His His Gin Lys 

5 10 15 

Leu Val Phe Phe Ala Glu Asp Val Gly Ser Asn Lys Gly Ala He lie 

20 25 30 

Gly Leu Met Val Gly Gly Val Val He 
35 40 

SB#I## : 5 
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